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(57) Abstract: It is intended to provide a method of treating an ischemic diseases involving the step of administering angiopoietin-1 
(Ang-1) or a vector encoding Ang-1, and a kit for treating an ischemic disease containing Ang-1. A vector expressing Ang-1 is 
constructed and administered alone into the cardiac muscle of rat in the acute myocardial infarction stage to thereby topically express 
Ang-1 in the cardiac muscle. As a result, there are observed remarkable effects such as a decrease in the postinfarction mortality 
rate, an increase in the blood vessel count in the cardiac muscle, shrinkage of a cardiac infarction focus and improvement in heart 
functions. It is unnecessary to administer VEGF which is required in angiogenesis by Ang-1. When an Ang-1 -expression virus vector 
is administered into a model animal suffering from serious ischemia in limb induced by artery ligation, furthermore, a remarkable 
therapeutic effect is observed. The Ang-1 gene therapy is excellent as a safe and efficacious method for treating ischemic diseases 
such as ischemic heart diseases and ischemia in limb. 

(57) KM: *B«ttr>^iKx^>-i(Angi)*fcttA^gi*a- Kf * *XB* *t\ 

fta>ft*%&eattrft. An g i Angi^as*****- 

«ft«u ?v h/DffiSSiii*^icK^^-$/Dffirticmatft^LTAngi$/Dffigr»-e«s^-y:fco *0ttx, « 

:ttffl«Lfc. Angi©jt*»j*«fflic*KttvB0Fta4-r*^Ki*a^-3fc. * bic, »BRa*icj:y8iWL 

^Lfro AnglJtfe^ffil*. tflfilte'(>«afc<fctflB^ 
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mm 

*i^tt7y^xfy-l (Angiopoietin-l; Angl) £7tteAngl£=i- K1~ 

*-zm^z>i&£LmB<Dmm%mm-fz>o *tc*wm. Angi^TtteAng 

(Vascular Endothelial Growth Factor; VEGF) Jt^f? • S6K£J1 Wc73Sl 
Jttlfo. (Losordo, D.W., et al. (1998) Circulation. 98: 2800-2804; Rosengar 
t, T.K., et al. (1999) Circulation. 100 : 468-474; Lathi, K.G., et al. (20 
01) Anesth Analg. 92: 19-25; Symes, J.F. , et al. (1999) Ann Thorac Surg. 
68: 830-836; discussion 836-837) *3 ilFSiGEiilfn.JK (Baumgartner, I., et al 
. (1998) Circulation. 97: 1114-1123; Isner, J.M., et al. (1998) J Vase Su 
rg. 28: 964-973; discussion 973-965; Baumgartner, I., et al. (2000) Ann I 
ntern Med. 132: 880-884) iZtt1-%Sk^§i&m&^mZmmft*X*hZ 0 £fc 
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sWditU ll«VEGP3W» , Cil5V^*bil'T?*>5ri4:*W6>*»fc<CorVN5 (Xu, X., 
et al. (2001) J Thorac Cardiovasc Surg. 121: 735-742; Li, J., et al. (19 
96) Am J Physiol. 270: H1803-1811; Ladoux, A. and C. Frelin. (1993) Bioch 
em Biophys Res Coramun. 195: 1005-1010; Seko Y, et al. Clin Sci 92, 453-45 
4, 1997; Banai S, et al. Cardiovasc Res. 28,1176-1179,1994; Berse B, et a 
1. Mol Biol Cell, 3, 211-220, 1992; Taichman NS, J leukoc Biol, 62, 397-4 
00, 1997) 0 Z<DWG?M±%MO±MftM^<>\,\XittWtj:&i>g>l<^K 

X^Z> (Banai S, et al. Cardiovasc Res. 28, 1176-1179, 1994) 0 %(D— 
fflt£VEGF&&*^&M&£Xfifcj&^]k%&%to£^ (Thurston, G. , et al. (l 
999) Science. 286: 2511-2514), &&t^VA&W&&&ft&+& (Schwarz, E 
.R., et al. (2000) J Am Coll Cardiol. 35: 1323-1330) . $ b\^'b^^MX(D 

fimptfte&tt&M.* t*zmm £ &&>bffimmx'<Dm:&%m\\&ik5 prt£ 

ttiSfcS^i^ftafiMatsunofeKl (Matsuno H et al. Blood 100, 2487, 2002) <£ 

*mW\Z, Angl£fcf3:Angl& = - tt&^jr *—&M^&&to&&<Ol&&jm 
%m$1-%o *fc#3893H\ Angl*fctiAnglSr = -Ki"5'<^^-Sr'&tfifejlL^ 
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— ^^B&)o VBGFas^»jlitailttSr7TCJl**5wi:a»e>, VEGF165g!#fc:J;5 
Matsuno fe f4 a 1-antiplasmin/ y^7!?hv^ T?'frlfiflKWM5 VEGF$1!§«^ 

E©ll*fc*5lvCt>, 'L^W^^i^VEGF^^P^., over-expression LfcVEGF 
1653^J»JliLff ©SifittSrltit UlfrkMfcEtlS L^Et^il:*: £*fc r t j&sjfijg $ ti 

y^jr-tf^ls-l (Angiopoietin-l; Angl) -fc^fB Ufc. 
' Tie-2^^y Kt?fc5Angll4VEGFiftH8tel^ffi LlkW£r£ • Jfo.Wj?5cS& * 
jftLW^^b^K^5fiSJfel&Ltif^S^T^5 (Davis, S., et al. (1996) Cell 
. 87: 1161-1169; Sato, T.N., et al. (1995) Nature. 376: 70-74) o Angl^VEG 

5£ bftUteZtlX^Z) (Jones, lL K. , et al. (2001) Gastroenterology. 121: 
1040-1047; Chae, J.K. , et al. (2000) Arterioscler Thromb Vase Biol. 20: 

2573-2578) „ * fc*3&93# & \±mM\mm&ikfe*7MZ.&^XAngimB*& J; 

tmGFatfe^^Wffl LfcMT-»^vEGF(DiL^»l4/Lii^«t £©BJ 

flMB Sr6« LooVEGF(Djfc.tff^M C <t UT # fc (Ito. , Y. , 

et al., Molecular Therapy, 5(5), S162, 2002; W002/100441) o 

K&%ft&mMmm5&ttft^kmt>tix&*) , &bk:, Angih7^^=y 

^^^^TiiJktrt#^it^«fefe5^jfiL^Jp^±iiPL^V> (Thurston, G., 
J. Anat. 200: 575-580 (2002)) . L^Uffi^^tttiiflirtllC 
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toxicity^r^Uooj&LWte^iEl*^ V7Ti/-tfn&bft%k%X. 

5 (Thurston, G. (2002) J Anat. 200: 575-580; Thurston, G. , et al. (2000) 
Nat Med, 6: 460-463; Thurston, G., et al. (1999) Science. 286: 2511-2514 

) 0 *wmb\*. Angi^^iu, mmmM.^m\m^.<D%mir^m^4 

ICjfiLffft*©^^* feftfc - ©Ift CT^ t?fc 5 is-tfffiffiito Wit 
W^fc «afo£>fc*5i*-C fcjEfiMMnft-S- LtcWrB- bte&m (#580%) 
^©jS3alfiJK©jfiL^ftS^j|jn fcv^c^jfe e>*f * RSm*-c©jta.Wft* 

©*T?ttfc < «EJfiLf te^S Jx3tH'C>jB-C©JiL*3W4Sr«»'t-5 C £ Sr^ife LT 
^<5. *7tAngiafi^^S¥T?«E^10^mUJl±OjkW©li^^PJfcd^fet)^ $ 

fete <fc V atefiSftM-eabS r. £ £*H" JWBHM&fcttofcjMf <> W 6>*»K^iaP b 
TV^c e ctu^gl^i^fl#$^fcJkWi!9aM^fc5i<b«^LTVN 
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>\>*s<t; ?-t£t*tim&bft'bBX(D&Mffl<oAfc^m^£foX^Z> 0 
h<OWn V4;v*^?.?-^mLV4fr^?*-\WiMz-Xm±MWk&Wt 

*gs^b> mMk&fc^<DW.&&wm&£tiz 0 ztiizitii,x-?4i-xmwh 
f g&Bt<om*:m*t£ vx$m%:<Dffi'Ps >bmm<D^m^^ vx^t^t^m 

fiifomz.&^X%t>m&Xh%o tofflm&4mnK&M&&ftMl>i£bZ.^ A 

Mf44#fc££iS&*Sli* (FS, fractional shortening), MSiiS (LVAs, 
left ventricular area at systole), $3 itKfc^iitB^ (EF, ejection fractio 
n) tf>&#£fS£>f:: 0 ^3;T*flT««0^ (HGFk {S^fl^H^-l a (HIF- 
lak tskxmGFtfvy h&mTft&&mz£Z>bffiUm*7 i Mc&^Xik l g%i 
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4§^l!l©*fcSb*35 s S»«>btb-CV^5 (Yau, Lit, Circulation 104: 1218-1222 ( 
2001); Suzuki, K. , Circulation 104: 1207-212 (2001); Orlic, D. , Proc. Nat 
1. Acad. Sci. USA 98: 10344-10349 (2001)) o #HBJt£*3V^Angl<D¥&&-£/& s 

*fc#3K?l3#e>W:* Angl^riS^-rSTT^ jMA^^^-fcitf^'f 
«(RNA^7^^^-*ffiVNT % fi^mjtiLte^X^fii^t^bTAnglit^©^ 

^£j^©itt*tJfBttK:, #&0fc*5^Tttnaked DNA-<^ * — ^^Aite^ 
(D^m WVHite < 8 h Angi:/7 * 5 K©lWftS!*'Ctt4JlilttR:*5V^T 

+^l±*dRS&*«^H^'e#'&^ofc (W002/10044l) o L^MTM^&V Snaked 

3, *5«ttfl4). tft^irtt, Angl*£*S#teJ:5#d^*H\ arteti 
ogenesis^i^jflL^^imM^TO-t-^ £ V) t«tfli:*5V^t>*jfeS*lfc, t£o 
TAngl5te^?&^«> M»l«©ll»lCj:5«W**«*t"T?ft<, ftT^h-i' 

»*^-ra^v>$^«^.oSii*Sr»ffbfci:#*.e>^5. -©i5t, Angler 
£#5 r. b £„ vegf&M1-<5 r *i* T?o^t?ft; iif JftVEGF^jfo. 
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[23 [1] K:Wo*JfiLtt'b*eA©««f*St-T»*)oT, 7>«xfy-i$ 

[4] ^/v^^^^rf ; >>^/v^^^-t*fc5, [3] \cmM(o^m 

edDNA (^©DNA) T*fc5s Cl] *fcf± [2] " 
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[7] T^#tt*f-Wlz1ttt7*#*X=?y-l&a-\^&'<?f~-#s C 

] a»e> [6] ©v^^jncibr©;^ 

S-tf'bffi^V&XX'foZ, [1] (7) OVvfti/^Efc^&s 

[11] W/W^^-^77;^/^^^-^5, [9] [1 

[12] ^^/V^^^-^W^^RNA^-r/V^^^-t?fc5, [9] Hit 
ti [10] fc|Bft©*fe, 
[13] ^^?-©^Mjfil^©aA-efe5, [9] ^fe [12] (DV^-f 

[15] T^^^^^-lSra-KI-STx/^^/^^^-^A^ttT 
V^5, [14) 

[16] TV^TK^y-ltra-K-rSW^^RNA^^/V^^^-^A 
* fri/TV ^ 5 % [14] "fcJBIfcO mH3HU&U 

[17] [1 4] j&»6> [1 6] OVN-ftt^|B««^MJ3a*5J:^#^^fF 
[18] a^»«§*tfclBll3Rttja©K3S*«fe-Tf*)o'r, 
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«*»?«. 

i^JkflJVEGF©l«Jq*saB»-etfc (x-^lfc),, ^ot, Angl«&-^£j;576 

*«f^t5 r. i K <fc 5 . rtHtt©VEGF£«£j*J*Afc: £ 5 IS3l1-3Angl 
#5BJ^ £»f 5 i 5„ 9*fc#»Btt, Angl£/cf2Angl£ K1" 

s^^^-srS-^-rsxmsr^ jfeWrt^itmH^ (vegf) 
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imm^^XT^-ttf^^-l (Angl) tit, Tie-2^m^^U w 

0 Ue-2^n^y^i--^^W-X^nmm%nX^^^ (Ac. No. NM 
_000459, protein ID. Q02763, NP_000450) (Ziegler, S. F. et al. , Oncogene 8 
(3), 663-670 (1993); Boon, L.M. etal., Hum. Mol. Genet. 3 (9), 1583-1587 
(1994); Dumont.D.J. et al. , Genomics 23 (2), 512-513 (1994); Gallione CJ 
et al. , J. Med. Genet. 32 (3) , 197-199 (1995) ; Vikkula M et al. , Cell 87 
(7), 1181-1190 (1996); Witzenbichler, B. et al. , J. Biol. Chem. 273 (29), 
18514-18521 (1998); Asahara, T. et al., Circ. Res. 83 (3), 233-240 (1998); 
Calvert, J. T. et al. , Hum. Mol. Genet. 8 (7), 1279-1289 (1999) ) 0 Tie-2ft 
t h£^HC^ ■?$X%'3tfV$%W)%}X')¥.'m&ftX\<^ (Sato.T.N. etal 

., Proc. Natl. Acad. Sci. U.S.A. 90 (20), 9355-9358 (1993); Iwama,A. et a 
1., Biochem. Biophys. Res. Commun. 195 (1), 301-309 (1993) ) c W%Mt Mi 
e-2£ = - Ki"«DItt©IMfiBWfe <fctf T 5 J WBMttMKS&m* : l*5i 
t^2iC^bfco ia^J#-^: 2fc*Lfc.t Mie-2*5j;^±lBOitfLli)tl^^n^ 

\z*ttz y #y Ktfcot, fa%m±%imi-%h<o\z*&wKis^xfmfcffi 

efeagfle* Ittffifr*? 1 ? Kfc ifefco ^(DAngl |^^^Tie-2 !J # V K L 
T«t6i-5t>©AS-g-^jxS 0 Tie-2©jWJfe^K^^^t^i-5^LTie-2^: 

■fc&ftttAnglfififfWu fcK 7^K 3^ !>S/ft4rSr*tf«*ft 

Ht?L©^^b¥8f"^"CVN5 (Davis, S. et al., Cell 87 (7), 1161-1169 (1996 
); Valenzuela, D. M. et al., Proc. Natl. Acad. Sci. U.S.A. 96 (5), 1904-190 
9 (1999); Suri.C. et al., Cell 87 (7), 1171-1180 (1996); Valenzuela, D.M. 
etal., Proc. Natl. Acad. Sci. U.S.A. 96 (5), 1904-1909 (1999); Kim, I., 
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et al.; Cardiovasc. Res. 49 (4), '872-881 (2001); Mandriota, S. J. and Peppe 
r,M.S., Circ. Res. 83 (8), 852-859 (1998); Goede, V. et al. , Lab. Invest. 
78 (11), 1385-1394 (1998)) (GenBank Ac. No: U83508, UNM_009640, AF233227, 
NM_053546; protein_ID: AAB50557, NP_033770, 008538, AAK14992, NP_445998, 
018920) e m£M t h Angl £ = - K1" 5 Wk<D&M%ffl\ t T 5 J & Zft^tl 
SB?IJ##: 3*5£tf4Kl0!I^LfCo IB?iJ#-^ : 4tC^Lfcfc h Angles £V±U<0 

tft, t h ^ ten* ©Aii(DflifL»jtiAngi©T ^ / mmmzte^x 1 $. tz.\m&. 

h t. tc\tt<Dm<Dm%W)Wkngl<DT ^ / 1 70%m±, #3 L < te75%£Lh 

, £ !9 0*L<(i8O%^±, «J:!?^*U<{485%^ J: 9 £F£ L < (3:90%.£LJh 

, i^n< (±95%m±^m-tt^^i-5 t ^ y la^j^tf^eK, ft bmz. 

t h^fcli-^cote^PifLlftfeAngljl^^^- Kft$0-$3:fcte£&£^tf;g? 

hv >*J*y hft^-rvM^y *V xt5W 3 ^- K-f s^fiftefc 

$•&JfiL < i : ir^^^Sii1-^meKfi*^0J{-^3V^TAng^c:^•*tL§o ^iih<DW& 
mat, Angltf)#M*5 £tf *7°7-f iy^/< y 7 ^ h ft iftf^ti^o 

ft, iito^rt, &£L<mmft> i!)^L<«, £VB*L<mU 
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*5«t^#2^7^y^ (Wlff^ns^ 7i=;V77=^ hy^h7r^ 

^@B^IJ^>Ir1— ^IxJ^BLASTP^P^A (Altschul, S. F. et al. , 1990, J 
. Mol. Biol. 215: 403-410) &/8V*Tife£T5 5. JWfcttKlttblastp 
T/n^A&fflV^ ~ i*ST?§5 0 ^J^tfNCBI (National Center for Biothchno 
logy Information) OBLASTtf) & a ^Id&^TLow complexity Srfitf 7 -f /V 

^—li^TOFF^UT, f 7*/^©/*7*— *fc/B^Ttfe$fcfi ! $ (Altschul, 
S.F. et al. (1993) Nature Genet. 3:266-272; Madden, T.L. et al. (1996) Me 
th. Enzymol. 266:131-141; Altschul, S.F. et al. (1997) Nucleic Acids Res. 
25:3389-3402; Zhang, J. & Madden, T.L. (1997) Genome Res. 7:649-656) 0 
#!l;tfcf 2oOgB^JOittfe^r : fT5blast2sequences7 s D^'7A (Tatiana A et al. ( 
1999) FEMS Microbiol Lett. 174:247-250) 21^077^ * V 

V\ ^Jx.ffBi^«j^#^MAnglMe»^T5 yfifc^J£#fc^*ISIH£©fc«: 

£>lk#f3s flljitf 5XSSC, 7%(W/V) SDS, 100/xg/ml ^ttir^Jfit^DNA, 5Xy^ 
/VV ( 1 X^V/VW h^ftO. 2K#y t'n-/Ut°n y 0. 2%^rk.m TA> 

7*^, *5i^0.2%7^=i-^^tf) £^tf«f, 48^, 0^t<fi5O^ 

i y> »* u< «52 , C"e^7*y ^*—>3 >«rffv\ ^©^/-n^y *v -g- 

L< ^68 , CT'2XSSCtf 1 , #&L<mxsSCK J: IX ttO. 5XSSC+, J: 9 
L< i£0. 1XSSC*T\ WL4Ase>2l$Mft^i-S*#T?fc5. 
Angina- <5^^-fctt, Angl«eK*=- h^5ttlfcfc3tf*<**- 



WO 2004/074494 



13 



PCT/JP2004/000957 



Naked DNAfctt, DNA#, ^Wx^n^ y#y-A, 
y *JRJtfc if «m^»^-«A-r'5«mi:^U-CV^^V^DNA^« 5 (Wolff et 
al., 1990, Science 247, 1465-1468), £©SHh DNAte±Slft^fF^"STfg&^ 

5 0 -77*5. K^ifOnaked DNAOaA^t^T'li^^it^^ji^-efet)^ 

ee, Y. et al., Biochem. Biophys. Res. Commun. 2000 ; 272: 230-235), 

—^(Df&m&lftffl&ZWZiX^tc (Lin, H. et al., Circulation 1990; 82: 2 
217-2221; Kass-eisler, A. et al. , Proc Natl Acad Sci USA 1993; 90: 11498- 
11502) o fflJttfx W Y fr* (CMV) r^^BTtBftftfcSfc 

?fe^C&j£;< JE^£>tl"CV^ (Foecking, M.K, and Hofs tetter H. Gene 1986; 4 
5: 101-105) o U*»bft*se>, #*ttfc^9^5 K*^Lfc»oj&»©$ft#K:.k 5 

i r. htm< ^§ r i fc, #\ nakedly 7 5 K&'frffifcSg&EEAfc: 

^20 At g^VN^:^O«tfe(t?)^Aaei 1 ^^m^^ftx 6.0X10 9 optical u 
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nits (OPU) (DTtJ iM^*^**— ££5fc©OT&L;/t, |oT, CA^D^ 

* — tit, CMV immediately early ai^/N^f— *3«J;Tjt=i7 MJ ^T^^^n 
^tf^r^77°n^— * — (Niwa, H. et al. (1991) Gene. 108: 

193-199) . CAT 8 n ^E— * fc f± i PI««±©«5¥iStt«r^rt 5^n*-^ 
-^tM, naked DNA&ffl^T ± 9 &£tJl»fi?-i&*«:IBfe1-S £ t 5 

o 

CMV immediately early xy/syf-iLtlt j^S^CMVlfccftimmediately ea 
rlyft^f-^VWiJ— SrJSV^S 09;iWSB?!l#-S- : 5 ©1~367# 

Utt, =17 M> 0 T i=,DNA<D^P»^Sr^tpDNA!tfjt-efe 

= !7 h y & T9?' > s'7u*—9 — k UT«, AftWfcW:, 0J*.fiB?i]## : 5<D3 
68~1615#| ^T'O^SiB^JSr^-rS - 1 5o W V h p y©7^W 

Tf^ CMV immediately early x. V/n i — 9 — iB^U £>T$>fii % J^Yv ^<D—&S. 

^T^-fe^-BBJiJSr#AnL7tDNAWjit?fc5 0 -#l&SH?iJ#-i§- : Sfc^Lfc. 
^©^©ft&OATCfc'IW&a K^t UT> AnglgeKo^- KS^JSrfWP-f-ixWr 

«tv\ <au offa^^t- *sj:tj«=!7 hy ^r^^i^tm-^ mm&itK 

m£Mmz£^Xmmz&m&tfh<0n?> o CMV immediately early ^ 

WIN- *3J;tj?=!7 hy |3 7^f ^n*-^-i UEJIJS* : 5^Lfc<D 
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U\ SV40 large T antigen tt»os6»©t hj&fc§|]I LT:}3 9 % SV40tCg|3gLfc 
^S:j^oli#-CliSV40ori^tf^^^— <^li<id s ^$tl5 (Martini, F. et a 
1. , Cancer 2002; 94: 1037-1048; Malkin, D. Lancet 2002; 359: 812-813) „ # 
£E#fe©tfeEfc£*tf*, ^*-a>kSV40ori£:fc:&£ii:T^ ^A5t^<^3S 

5iw:#»»-t?t>'C?«i*T?t>iMi*^ft* i ofc m-mms)o z.<ommt* ca^p-^- 

^*-©fa*lTJatoglSr3Sfli-5s SV40ari&#fcftVW**--# % tottMrf-ft* 
V40ori^^^^fcpCAl^^ fi % '£>jBBH5^&* 1C jS L "O^ 5 i % *. *> ft 5 

o 

*-T?&S 0 iM/w^^-^fflv^r tfciio-^ i£?flf©*4 £>T#&fl£& 

7 ^>=T /w*^ * -ft ¥&mi?t>tiZ> tfztih (OMRS £ ftfc v \ L 
k&X%Z> 0 m&WCztfr J: 5 Hi, Angl£|§mi-57^V!M/W*^*-ra\ 
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Mx\m^fo*mL<on±.<»K.#>* ^it\-mw&<oWMtii Eotz.mzm^m.9 

ft^BbfcZ. DTO^ttfciCOS-TPCfe (Miyake, S. , Proc. Natl. Acad. Sci. USA 

93: 1320-1324 (1996)) ^ 3o 

fCAngl&a&JW&trtfr&tts Angl*£^(D$§^»£riS&5£:i6, Angl 
(Difea K^5a<Z>gB^JttKozak©=t^^^ffi3?IJ [0J*.tfCC(G/A)CCATG] 
5ii:^i?^LV N (Kozak, M. , Nucleic Acids Res 9(20), 5233 (1981); Kozak, 

M. , Cell 44, 283 (1986); Kozak, M. Nucleic Acids Res. 15:8125 (1987); Koz 
ak, M. , J. Mol. Biol. 196, 947 (1987) ; Kozak, M. , J. Cell Biol. 108, 229 
(1989); Kozak, M. , Nucl. Acids Res. 18, 2828 (1990) )„ 

-r^-^RNA^-r;>^^^--C-fc^o ^JfefiK^i-J; 5 ^ W?-*iiRNA*-r 

t7cif>1-ii^$tbfc: 0 «PJ^*5VNT, Angl^-KI" 5-v-f^*$(RNA!M 
ft&#^{C/f3l^;ft5^*--<7)lo-C'k5o W^*$(RNA? 

-r/v^<b«, w^;*<p (!>-r/v^^eK^n-Ki-^-fe^^^i-5T^ 
7mwkkbmtftz> 0 ^mm\^^x^hfi^4i-^mmk94^k lt 

ft, #tC-*^-f^-^||RNA!>^;^ (^li5M (non-segmented) -r^^^ilR 
NA^/l^t Vt?) &mf btlZo r-^^^^^RNA^-f/^J 

o ^ © J: 5 £ -Y thXn, /ty^fytJ (Paramyxovir idae ; Paramy 
xovirus, Morbillivirus, Rubulavirus, &J;tf PneumovirusJS^&r'^fr) „ yzf 
Y9Af^7^ (Rhabdoviridae; Vesiculovirus, Lyssavirus, & XXf Ephemeroviru 
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sJR<f*^tf) , y^P^M/V* (Filoviridae) , inW^t (Ortho 
myxoviridae; Infuluenza virus A, B, G, ^o^tJ 5 Thogoto-like viruses %f%*S 
tf) N -f^-Ytysfj]/?. (Bunyaviridae; Bunyavirus, Hantavirus, Nairovirus, 
ioXXf PhlebovirusJg^Sr^tf) , 7U*«7<Y/l'* (Arenaviridae) 1£X<D&K 

y*-t*, fiawBfe*uwct»j:<, ^^^4v^ii^^^-t?fco 

SrJfr*-. 

tf, fljittf/<9 ^ 9 V y^f A-*$.(Paramyxoviridae) <M /U7,(D±yV^ y-f/W*> 
(Sendai virus), a. y^jV^V 4 (Newcastle disease virus), $$tz& 
< iMffr-f AO* (Mumps virus), ^f^lM /V* (Measles virus), RSy^f /W^ (Resp 
iratory syncytial virus), 4^^-^/^ (rinderpest virus), "jTsTX//*—*? 
-Y/W*. (distemper virus), -f/U^y^yy/^^f^^/U^ (SV5) , tM7 

y7/n yif £^ /V;* l, 2, 33L ^ h $ ^ V (Orthomyxoviridae) <D 

>f yyA'X y if 17 -fA'X (Influenza virus), 7 7* Ky-Y/W*£KRhabdoviridae) 
(DiMW&Q 17 -Y/W* (Vesicular stomatitis virus), $E;t?S !7^ /V^ (Rabies 

virus) So 

*?|BJ{c:i3V>-CfflVN5r i^t?#5l7^/^?r$bt^!l^1-^f^ ^IX-tf Send 
ai virus (SeV), human parainfluenza virus-1 (HPIV-1), human parainfluenza 

virus-3 (HPIV-3K phocine distemper virus (PDV) N canine distemper virus 
(CDVh dolphin molbi Hi virus (DMV) N peste-des-petits-ruminants virus (PDP 
R), measles virus (MVh rinderpest virus (RPV) N Hendra virus (Hendra), Ni 
pah virus (Nipahh human parainfluenza virus-2 (HPIV-2K simian parainflu 
enza virus 5 (SV5) N human parainfluenza virus~4a (HPIV-4aK human parainf 
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luenza virus~4b (HPIV-4b) % mumps virus (Mumps) s ijocfcU^Newcastle disease v 
irus (NDV) %b*tft$.tlZ> 0 <fc9#r£b<te, Sendai virus (SeV), human para 
influenza virus-1 (HPIV-lK human parainfluenza virus-3 (HPIV-3)^ phocine 
distemper virus (PDVK canine distemper virus (CDVK dolphin molbillivir 
us (DMV"K peste-des-petits-ruminants virus (PDPRK measles virus (MVK ri 
nderpest virus (RPVh Hendra virus (HendraK Nipah virus (Nipah) 

X*h !), i9 £F"£ L< t"n^^ Jl/Xjg, (genus Respirovirus) (/<y ^ 9 

y^/V*JR (Paramyxovirus) bhn?) {CJS1"^ W /IsX^fcli^om^WX* 

/Vcn^if (HPIV-1) \ fc h/^^^/V^^-f T>.f/W*3M (HPIV- 
3) , fpt/^yj V7/V3Ll/-ftyj;V*zm. (BPIV-3) , -fe^^V (Sendai 
virus; V J frXl Wit hmttlZ), teXTf-fjWty 

(SPIV-10) ftif/^mSo ^5i^*5V^-C/^7$ 

, w£.w, ?tfmm. & £ xfA&mmm £ titm^ t*\z& 

ri^-C*%5 (W097/16539; W097/16533; WO00/70055; WOOO/70070; W003/025570 
; Durbin, A. P. et al., 1997, Virology 235: 323-332; Whelan, S. P. et al. 
, 1995, Proc. Natl. Acad. Sci. USA 92: 8388-8392; Schnell. M. J. et al. , 
1994, EMBO J. 13: 4195-4203; Radecke, F. et al., 1995, EMBO J. 14: 5773-5 
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784; Lawson, N. D. et al., Proc. Natl. Acad. Sci. USA 92 : 4477-4481; Garc 
in, D. et al. , 1995, EMBO J. 14: 6087-6094; Kato, A. et al. , 1996, Genes 
Cells l: 569-579; Baron, M. D. and Barrett, T. , 1997, J. Virol. 71: 1265- 
1271; Bridgen, A. and Elliott, R. M. , 1996, Proc. Natl. Acad. Sci. USA 93 
: 15400-15404; Hasan, M. K. et al. , J. Gen. Virol. 78: 2813-2820, 1997; K 
ato, A. et al., 1997, EMBO J. 16: 578-587; Yu, D. et al. , • 1997, Genes Cel 
Is 2: 457-466) , £*L J: !K /<?>f l^Accy^ *JH4nrt&«M 

lfljif£**gttnrtifc!M/l'* (Vesicular stomatitis virus; VSV) (DGMBW. (V 
SV-G) (J. Virology 39: 519-528 (1981)) ) K1-53tfc?4i?fc»J3fc 
»lciALiiH5 £ t J: 9 x «H4© ^/v^&^Sr^SiirS £ t & 
"TOT-feS (Hirata, T. et al. , 2002, J. Virol. Methods, 104:125-133; Inou 
e, M. et al., 2003, J. Virol. 77:6419-6429) „ 

-X%WtclZ^tclt>Pk&#^<OW.%- : && (integration) \$&Z.t>%^ (Lamb, R. 
A. and Kolakofsky, D. , Paramyxoviridae: The viruses and their replication 
. In: Fields BN, Knipe~DM, Rowley PM, (eds). Fields Virology, 3rd Edition 
, Vol. 2. Lippincott - Raven Publishers: Philadelphia, 1996, pp. 1177-120 

4) „ ^(Dtcibm^mm^^mit^x^mt^t'(D^±m^n^m^ 
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mmMfc**&MfflKM<>Xgfefc%mi'%*&7F£tlX\<^ (Yu, D. et al., 
Genes Cells 2, 457-466 (1997)) . j&^V^MeJKrtffcfcV^ ifc 

±5*A5tfi^Of->fX*fctt^5'^'-^^^©lfe*:tt (flexibility) ft £14® 

ffi^^$^V^V^5 Z.tl-&X-<DW&K&<z>Xh%.W£]n"C^5 (Hurwitz, J. L. e 
t al. , Vaccine 15: 533-540, 1997; Bitzer, M. et al. , J. Gene Med,. 5: 543- 
553, 2003) o -©<t5^ ^'(1r*§tm&4fl'X'<9 9*- tt» t h©atiURA 

as£K*SF 5 ^ fc -«rW 5 . #J £ #if?lftM#& !M /v*^* * -*U& 

©5*>, *>fyi/*'<* t L-c^^tussesrosi^iojt (a 

*/mfi) #*L<fi20X£JLt, <fcD0£L<te5O%^±, 0$L<tt7O% 

*7VV£JSV^#& (#<^0S62-3O752^fg > #<^0g62-33879-§-^#, *5<J; 0# 
^8862-30753-^-^) , *5 £Tfy =~xmWt$&&W&£Xf/&tz.ti : t<D£mmZ- 
K3gF'^*5*ife (W097/32010) £ t . ^hb\^m^fl 
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fcv\ 

mnttb-r, mm • mm^^^^mt^tti^> 0 Angi£fcmngi£=- k 

^afelSFStb'So *3SM©Angl©J5!!^-fcS3V>rs #J^<ttVEGFttft^LftV\, VEG 
^4<i:t>12l*MKrt,-#*L<tt24*W£lrt, J:00*L< ttUH&rtfc, VEG 

F^TtfiVEGF'Ira-K-rS^^^'-^^U^VNri^B^o ft*5* flSttfc&ttlK 
g(Fa:OVEGF*fc«VEGF^=i- K^S"** Lfc t LXh. *<DWiF<Dft 

fflJ»«ICtta^*4V^SUt^*^Vtf*tlH«■^L*V^i#^5. VEGF (Vascula 
r Endothelial Growth Factor) ^Wrt&3iBJiafc4#MW3&li5fiH-?"t?4>5 VPF (V 
ascular Permeability Factor'; lbMW&&fti&&¥) t t"C1989^{C«ff $41^1 
&VEGFA, B, C, D, EfC^lgt^tVtV^ (»«jE& VEGFg^ft^i^fvWfcB, 
SlfE^ 56:1728-1734, 2001) o VEGF A[2£ b^6«(D1h^^7 0 ^tt feft 
•£©5 *> rT^14©VEGF121, l65;Wl;:3S^iitff #mtl&#o i £*t«l&*J&Ji 
£tbT^5 0 *HKlC*5V>TVEGFi: LT«#^VEGF165^=tt/VEGF121^lf ^>tl 
, ^tt<l*VEGF165*5iTj?VEGF121^tpVEGF©^^>'^-^StL5 e Wfc 
hSteVEGFW/I^ 
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, *5j;tf— tt©i&«H6#'£**L*. Angl*fcttAnglS:=— K"t"S^^-*jftjfiL 

LTiiL-tV^ (Xu, X., et al. (2001) J Thorac Cardiovasc Surg. 121: 735- 
742; Banai, S. , et al. (1994) Cardiovasc Res. 28: 1176-1179; Sellke, F. W. 
, et al. (1996) Am J Physiol. 271: H713-720)„ *»WO^fe3&S*t>*3*ftdl 

^W*±^fc^*tt*«Kfe«l»**!*1"5 (/J\MI#J§, 

9JflfrE9*©fctf>*; 352-355, 1996, Mliii, g#^tHHS 

tfc5£#*t) c i&ttiC>ffifl5aitt:S»llR©JfiL«EIWfc X 9 Mig5E£# 5 dMiitt'C>&A 
(TOIE&, fiiWS*, Att'^fiGi, IISt#&/Mb&r<0*&* 2002-2003 

ivmwimB&- 37-42, 2002, £fttfcttRu wtr.^>o 

mmz.Mt>z>m**m?o Sterna*, sk^^mmm^ cvegfsk mmmm. 
mtsa* (fgfs), ±^^mia : f : (egfk mmmMm? chgfk ^A^itms 

(PDGF)~ IttltjfeffcttiESR-l (MCP-l)x thymidine phosphorylase (TP), TV 
tttf^f-y (Angiopoietin) , x7!Jy (ephriri / Eph) „ Y V ? X * # n 7° 
nrt-f (MMP), tissue inhibitor of metalloproteinase (TIMP) tt¥ffiiS'& 
tl% (Kuwano, M. et al. , Angiogenesis Int. Med. 40: 565-572 (2001); Freed 
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man, S.B. et al. , Ann. Intern. Med. 136:54-71 (2002)) o &-£LfcVv£ fi£ N & 

*0*±£g;^ Lft M&XhZ> 0 
#if[lja^<D^^*5VNT^ Angl^fcf^Angl^^-KI-S^^^-^ ±% 

n^t^mmm^mmu^'t^o Angi «t ^xhmmm\>fem* 
i^fc{iAngi$:=i- k-t 5^*-4>e^&-§-, hz>^\t&fc&m^tc&-$-&mf 

*9 ^-«ri»AL*:«IJS©»rt (fcff*fctt#»ft)' rtffih^Mft&M (in vi 
voi£-5-*3j:tfex vivo«!#) J&HfcfcfcftS. (ttfiE, fcV*L»tt) 

fC#<©W^*$4 v fC^5. «0J^o-CMSC{CAng-lJH5^^^A 
JISCtt^^.»J Tsuda, H. et al. (2003) Mol Ther 7(3): 354-65 {CfE4fc© 

ngl*fct4AnglSr3--Ki"5^^--SriL^J:ftA (injection) 1"tU;?«fcV\ 

Angl& = -K«^*-£^ALfc«&, ^tS*t« r t hX 
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#3 (exvivo&^o „ &A^m*m%<omMJ%&M&izK.\x 

N t?V VJA'XX-hMs ^j^«io 10 ~io 13 pfu/body, <t 9 t < mo 11 -^ 1 

3 pfu/body^Mt U\ 0!l;ifi 2X10 5 CIU~ 5 

X10 11 CIU *SH*LV\ Naked Wrthtlfc &Jk^fflm<D£&mzi&Wi*1t 

fllfctflOjug-IO ng, iD#*b<W:100/ig~l ng#«*U\i Ex vivo& 

3SWH:^VN"C-r>f ^«IRNA^^7U^^ |RIiia5j(WJ!a^Lrail6T*VN 
^■e^jtfeT-^Ai-SrtWJWUfCe ^ot, ex .vivoft#K:^3VvrlHI* 

JiL«^5a©fe#«U:i1Si9f*fcH:*l»fiBf (fl*.tf2a»e>10fS[}?r) (c&#UT£ 
v\ S-5*tt* m g/kgMO ng/kgJ&sS* LV\ J; 9 0* L < ttlO /» g/kg~ 

i m g /kg^M^tv\ ^?-*fcttia«K»j», ^jt«dWiL3S§i»^s5 

fctfl /i g/kg~10 Bg/kg^S* U\ i «9 0* L < HclO/i g/kg ~ 1 mg/kg^St 
LV\ £fc^*-£7ctt^fiSCM^ &»flRttfcfc#i§I (l-lOID) £fc 
tti#^g#L-CJ:v> B S6S!K!l"e*)4 v i««9x.tfl Mg/kg~l 

0 mg/kg^gj; LV\ i!9^L<mo i ug/kg ~ 1 mg/kg3& s S* U\ 
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XWt Freedman SB et al Ann Intern Med 136:54-71 (2002) %&ffitZ>^tftT~ 

mu ^^-romit j&#©ttm, im mk, $l5-#Ms<oi& 

\ ft if 3^**1,5. 

«S«o?6«*«fett, -^ftv^u te©**^-Kft^bfciittft?&*ifci: 

&£ptca (&&fflhm&&m&£wtiitwcKBG mwiM'U '**ffi) ftif©^ 

fl3^5C<bK:£<9, <titt£ottfftift$t!« ^«^©^»RTII^ft5o * 

y ^^©{S5iftif©?&«Sr*a^i>fr5i^H: i «9, £ Oigv^tfsJW^SftS 
„ Angltc i Sit^f&SEttfflSmff ©iSJnSr tc b-tifi, *M&«ifc©#JBft ififc 

mm^M<D^^m vtzMKm#> e> tu^LVAd, Eddft if&§g$^7 ^ 

#fcoVNrttJtt|ft«lJ***s»v\ AnglfcJ;5ifcSt$m »tti*ftif©3fi«B: % 
"*t 5 j|USIftlff«t5 r. £ ttfiP* U^#* 6>ft6 0 r;ftf>tf>«-Ang-iit£ 
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* fc*38M tt, Angl £ ft teAngl =» *- Ki"5 * - Sr&triMLttti^tett 

, RAngl*fcttAngl«r=i- Ft" 5"** ^-Sr*JfiL^^#1-5fc«>©d|jiiLffi*i^l 
Aoil&!8EI!liSttC*5ttS, Angl*fettAnglSra— Ki~5^ ^OSfflW 
5 0 #t-#3£PJte, Angl4fcttAnglSr=i-K-t*5^<^^--Sr^MjfiLtt'L^Jil^ 
SHJ-efcoT, VEGF*fc»VEGF^^^-SrS#*i"|C»Angl*fcf4AnglSr3-- K 

tt'i^A©t&*^*5lt5Angl*fel4AnglSr = - KtS^^-OttlTfeot, V 

j6Lii>^#-t- 57c&Z>M ZmtctZo £ VEGF* tcWEGF-<? ? 

- SrS^iH* IC^Angl * fc fiAngl & a - K"f 5 ^ * - &^jfo.'C>— gj-S-f § fc 
©*JllLtt'i>^AOf&!RIEH5tli:*5lt5x Angl£fcteAngl£ = - Kt"5^ 

5£ kfti. LV\, *7^AngltfcftAngl^ = - K"f 5^*— ft, 

— Ki^S*^*^** — *fcf*naked DNATfeSo jM*"*"***— k UXf*# 
fi-i>mt.L\ f \ naked DNA£ Lr»^7^ 5: KWbllS. ^7^iKl« 
* U> 0 ^^^-^^VNTAngl^^SjI-S^n^-^-^^^^ft^ 

*fc*3SMttx (a) Angl*fcttAnglSr = -Kf5/<^^^ (b) Ang 
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l£fcf*Angl&=- K1"5^ *-£>&-£fc::fcV^ VEGF^fcteVEGF^ 

hfcti. ±|S-eMLfcAngl^fc^Angl^^-Ki-5-<^^-^^^5 0 Angl 
Sr=t — 14, JJ*L<ttAngl& = —K1"3 naked DNATfcfcfilM /l'* 

/V^^^— *3«tU?W^<^RNA»>^/W^^^— W*LV\ dry b<t»Kl"&* 
tLSAngl*yt»Angl*3-K1-5^^*-tt, Anglic, IS9M<)fcflF&t?$5 

MkX&iS/vt^. JiBfrS-SWcfclc, /w*#y^-fc 

#y -v-&fcte=i/tf y-^— , xKy s^vj^jj /w#y-<?— ^7tf4=#y^"- 

o r^fefe^d, Angl&fcteAngl£ = — Ki"5^^— ttH^WICff^SilS* 
ii«U\ *35M©^5' HCH:, Angl*fef±Angl«T3>-K1"5^^^-?r 
* $ bfc^A/T? t J: v\ ' r. (D i 5 t LT £afefekft 
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*^trdwuK*oj!&aaaetK*5»t«, ^Angi «m 

feot> VEGFSfcfSVEGF-*** — SrS-^^T^Angl^^/W^^^ ^— SridtifcLfl 

ngl^ = «- K^5?^/V*^**-<£><£IB-e£>oT, VEGF£fcfiVEGF-^*-£& 

& $>fc*mW\$, VEGFjEfcfSVEGF^* ^-^^*T^Angl$r3- K1"5 $M^W 
^-^A|g^^1-S7t*^iL^mo^m^i&^*3{tS, ^Angl 
r>xf;^^^^w-^^^||^ 5o ±|SO^»J:Tj^^{z:j3VNT«, VEGF 

£fc;£3§PJli^ (a) Angl^- KI-S'^/l'*-^*-, *5J;TJ? (b) Angl 
£ = - KI-SlM^*^**-^-^*^-^ VEGF£fcJ3VEGF^*-&&# 

u&v^ <b ©^©ia*tfc«E^o v >* &£triE«ft\ 

±|BT*raLfeAngl?r = - K1"« •MA'**** *-&<St.tlZ> 0 fr-f ****** 
-fc LTtt4&£fWISH:fcv^ #£TtV ***<*'*-# J: l^^iKNA 

£>f^;*'<**-:&S#Sl*\ h^^^tlSAngl^n-Ki-S^-r**^ 
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) % mm. mmmu *r«r*A/r?j:v\i mm&* 

y ^ i^v^ y =t-;^ y -r— * # y *s j:tf*oft#tt»*#* £ £ 

/v^^^^-tt^t®a^MJ!:W®$ii5o Z<DtzV>\z\Z s Angina- K"t 

tt, Angina- K«^^/^^^^-^^*7tiiim-r5fc«)Mv^ri: 

EGF^TcfSVEGF-^ ^-fclS^bftV^ i©Ji^O|5tfe*7tf*^|B4fe^©y 
-&tf|BftSSE(*:^*ilTV^5o VEGFSfcttVEGF'** *-£rfi-£LfcV^ fc©!B* 
t tt % fclittf VEGF&fcfiVEGF^ *^©S£«r£&*;/fctt$tt5 «fc 5 
tt«6$H-5rt*©|B«t?fc«. AftWfctt* Angl^fcfiAngl K1~5^^^ 
*-©#-5<0t&flL 4>fc< t>12B*III£lrtfc, VEGF*fcttVEGF4r = -K-*"5^^ 

ngl^ *-©£#0a&&©24l#IB£)lP^ «fc 5 b< ttl4B£lrtfcv VEGF*fctt 
VEGF-<**— ^K^L^:: t asji^SfW*. VEGFt UT«#(«lVEGF1654o «fc 
TWEGF121«tf £>ft> £P* L< f*VEGF165j3 J:TJtVEGF121^tfVEGFO^-a^-V^ 
-J&s«£**l5. Angl*fcttAngl* = --Ki-S^^'-©tftKW*' 

7*^** (FDh ^y/^br-f^^ (CD), <fi?#fr\f i ?* i ?4X* (DVD), ¥■ 
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s Pwlt.tcmngl&=—h*1r5^?*-<D&J*K#^X, VEGF121*S#U*V^ 

x#m*MW&xhox^, *»wfc*5v^rHtaWBja«rffiite«ffl't"« c t 

tSflUi L-C, 5t«»t, r|R]%$#JHB (MSC : Mesenchyma 

1 stem cell) J kfrhZ> a rftjjwJ&J 

*mwx^ ±kLxmmm&mm*m%i-5i>K mu&m&^ 
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tt, SH2(+K SH3(+), SH4(+h CD29(+K CD44(+)> CD14(-), CD34(-) 

tiii^©«^-r5«fc^p^©«^# / «(c^^tu5o 

^Wl!:*V^TflF*U^IH^l3R#WaiL-rH[, #fl«, (mesench 
ymal stem cells) £#51^1" i £ 5 Q -t©ffi v #38BH©jWIJI&©#* 

tium im. Jffttfjiu 3fc$iu *fctt, JteJSffFJ;9^l*U-c#fc»ija©i 

mo— ovmmz&^x, m%m#m\x sh2<+k sh3<+k smc+k cd29(+k 



WO 2004/074494 



32 



PCT/JP2004/000957 



CD44(+K CD14(-h CD34(~K CD45(-) <OW\mi^^ tK^ffW^^tf^J!^ 

^MfC^T, ±fE^<D«#M£)#l£ LX\t, Lin(-) % Sca-l(+h CD10( 
+), CDllD(+h CD44(+K CD45(+h CD71(+), CD90(+K CD105(+h CDwl23(+) v CD 
127(+K CD164(+h 7^^n^^fy(+), ALPH(+K => y-^-if-l(+) £>#$C 

^^-r5r B m«^-^tf«^®. fc^vN{^Aci33(+) ©#m^^r-t^«^-atp 

yK :/*\ -f^ fvK t h&t*) *3fc-Cfc5^ 4#t^m!Jl5S^^?feV^ 

* ^-^ffiVNXAnglit^^r B ^mm^Ai-^o /K*^* 
4 -fx URNA $4/\'X'<??-$:m^Z>ZkX\ AnglaS^ & fc&V n-C 
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m- *-*m&tm&mis<£%* ^ miasma 

tommt, in vivo£fc«in vitroT?*T5 £ t#T'#, 08 

JWfc JfbJU {W*^Mflo4att*j^*-c«rt-tttfJ:v\ in vi 
tro-tf»A-r«»frtt, MOI (#M&£; »lofcfc!)<Dli^;vxt). »i 
-500©Wfc1-5r4:asff*U<, £90*L<tel~3OO, £ 6> K:#* L < ttl~2 

oo, sbfc»*u<f±i-ioo, $b^*b<m~7o-cfe5„ fli*. tf, 

rti<, 08*.tf24i$fllK »0M**:tt^ti£A±Stt**TtJ:v\ 

-C t> fltfkc t> HJfc L# 5 „ 08 * > ftrt & & 5 W t fc mS6RHU& ZftftX V 4 

WJ£*jMll&©W§4W:09*.tf Tsuda, H. et aL (2003) Mol Ther 7(3): 354-65 

\ztm<o%&K®:<>xfflmtzzk&X'%z>o *7ct 

gUXH Kobune M, et al. , Hamada H, Telomerized human, multipotent mesen 
chymal cells can differentiate into hematopoietic and cobblestone area-su 
pporting cells Exp. Hematol Exp Hematol. 31 (8) : 715-22, 2003 £>|B$& # 

mrimso Mbfdffl^; ir<:fcWimz.m^xb£<, *fc,.ioa» 

S>40 PD (Population Doubling) S^*T?> in vitro^^tTg&itrTJSV^ £ 
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0^Me*t?*>«. @JR"t-5jBUa^®©Jt*l4, #*b<ttl.07 g/ml/5^1.08 g/ 
mlO^ffl 1.077 g/ml) -C&5„ fc£^SBS'i><0&i&<0i&ifc£ l/XS, F 

*-*\ wtiMfc±9^tfc'irtt»t (5-10 mD (l-15 

£2 ml+Ficol£3 ml) M'b (2000|sHB-ei5#IHI) U WM&ftm ( 

m ml) Srttffi-fSo Z<D%&M$foftm%1®fa<Dmfr(Dtc&\Z^W®. (DMEM 2 
ml) tcjl^LT, H*, it'k (2OOO0J|B-ei5#|BI) &V N -e> ±»*Sr»* 

* fc, ^jiL^^jwis^k 1 3 5 (nn^fMua) 
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®r±, omiMfrbW&\si£itwm&s WQr&Mfo** 900 gxitm^ztzj^m 
iz+fttewm, mm$Kx%&*}mi&'b*ftto\ jtmi.07 g/mi^bi. 

t&x%z> 0 ^-t? rjtfiMc^mc+^^j mmm&b<Dtc 

Iffi^^S, &1\ *ai»>b«Lfc'frMi£ (25 ml) £fcte§TOn.£ 
HfHrOPBS^M^U «* (900gT*10^-ra) U ^MlS^PBS^^LTlIl 

Iks ^(OohS ml£Percol$r (1.073 g/ml) iJB^U it* (900 gT*30^) b 

(DMEM, 10% FBS, 19^ anti-biotic-antimycotic solution) (Cfl^U 3fi'L> 
•(2000|II*g-T?15#|KI) i"5 B 3cv^ % 31'&|ft©±*&*:l»*U «Lfc«£ 
@JRU iWf 3 (37^ 5% C0 2 in air) . 

TOMte, Lin(-k Sca-1(+K CD10(+) % CDllD(+h CD44(+K CD45(+) 

, CD71(+) N CD90(+h CD105(+h CDW123(+K CD127(+) X CD164(+h 7^^P^^ 

^(+)> ALPH(+K *7-?i--^-i(+)(D&WtZft1-Z>M&Xib5 0 F H m»£ 
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Stm+a-fcR^ ffl8LWzX&&%&&>h&ftfc\i\ 3S'Cf«, Jtfil.07 g/ml^b 
5o afl^ io~30#Kg£-efc5. EJfc1-S*HJ»aw©Jt*H\ ^tb<f±i.07 

g/mlJ&»e>1.08 g/ml©$5g (ffl&ft 1.077 g/ml) T*&5o &£4gEi8'£>©fc*© 

0 

IK (pbs+2%bsa+o. 6% * ^sw- h y •> a + 1%-<=.^ y y-x wzfy^-i is 

y) femzW&Ls %<D5h<D5 ml £Ficol+Paque$ (1. 077 g/ml) fcjft^U 

aw> (800 gx-2o^F B i) u nmfm&m&tom'tZo zco%mmmftm*Mm<D 

^<Dftlb\&&l8&Wi (Alfa MEM, 12.5% FBS, 12.5% 0.2% W / f 

h— /V, 20 mM HH, 0.1 raM Y*.* J*-?\>, 2 mM L-*>* ^ >, lju 

M t Kna/Vf/y, 1% anti-biotic-antimycotic solution) (C^-^L^ 2t'h ( 
2000HMEU 15#W) « 0 &VvC\ »&3fe©±»*&|$*LfcSL tfc»Lfc*M& 
5 (37°C, 5% C0 2 in air) 0 
*3SK©»UI&^ll©flfaWfl8«tt % fl^MR *fglfa«, 

ci33(+)^#m^ : tl- ; 5»^tf«^iiT-fe5 0 -<z>«3«^ # 

W4»^b> ±fBAC133(+)©m^ffi^-*^-^-r-5mSr^-f £r b\z£ V) 
JtOflt©S8«i: Ut, W«)^^^L7cI^lfp«^, 20000^-C 
Ml. 07 g/ml^fel.l g/ml©*5Ht^*iiij!SfflJia^liSrllJRL, 
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, AC133(+)(D#m^1-5iBJlS^lHl | IXl"5^tiC < J;?)^-r5^t35ST'#5o £. 
M^^<Dltfi^Cfc^g^^*5©iC+^^^F^^ja*i-5o 10~30 

s H^&S (L-15+0. 01%DNaseI, 0.25%h V Zf*S>, 0.1%3 7^t-f^ 

tp^tf-e, 37^30^) u f-iyx^^^itJ^-JNHiia^rso 

33#;#£flJ/B LTAC133M«£»f 5o rtLlC J: t) H^ffM^fe^Jfllf^ 
flUS^HbL 5 53WJS«rWtt'**5C: isSSt?**. tt#Sr?Uffi LfcACl33(+)»© 

, ±IElffl^®{c-^^^2»^E^« (|Re>5R«MM&) . &X.xmWM&* ACl 

A3tfe^(Dift3§§i»# ZfrZTT; kik^Xh, v^;*$(R 

HA*^*;*^*— Bu. nM¥J^fclW&L ^P77-^ *5iWiK«}- 



WO 2004/074494 



38 



PCT/JP2004/000957 



*>*%wte, (i) at^«$Hfcp^M¥-h^»^^^t?fco-c, ate 

&«r&tf:£8U (ii) atG^Sfc^ ^f:v^77^ (DlSBI*- o T , 3t£ 
^ 5Wt^ iRffi ? A* ^ * * - fcflHfcRMS fcJWft S its ia«r^tr 

#ifc, (iii) at^****tfc^^n7T-^0*Bft** , C*><>'C» *^ 

^*js*rsw^^«o^^^/^^^^-*#i^i&^^**sxg^tf 
(ct>i§i-5 0 -ft&©*M&©3t£*&aewu pttwsF±&*©atfi?-ii&«x fcfc 

m 1 jE#*fcf*K£7 v J^iW>7fV ^/W*fefc : f^Afc:<fcSLacZ$8 
^^1-0-^fcS. E. coli ft-Xy? Y*/#—£fe& : f-%:Wr>T 1 f J VJW* 
— (1X10 9 -1X10 10 opu) $\ 3E#*fcf*BHKft09y h'bWSM. (anterior 
cardiac wall) fc&ALfco 3tfi^»^05B!fefc9 5' hfcWRU KIWLfc*' 

-t?ffitt«r«J£Lfco ew<-fitt^|f (3E#) £\ Rfeo^-ttffiS'frfcaH". 

0 (A) X-gal3fe£Lfc't?»©£fls:ei. -kgyMvU, AxCAZ3 (lxlO 10 opu) ft^ftrt 

AxCAZ3 (lxlO I0 opu) fctottrt^Ufc****. «MIJ:!>a& 
x ifiJte©^^, Ml (IE®) J:D#Uft, 3&'<*/i". £SfilJ:5«JSl, MB<z>%: 
(3tfe) r*£®tt»flR (LAD) <offikffliL&*U SHftO^W (S) te&A« 
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HfLfc, *V^6©«fc ttSWft *V^fe©tt& X-galHtt«o LV, 
, RV, fifcMo 

(D^^PCRilj; iPf^fco (A) t hAngl^AA^K. l^-^i: 
£ LTO100^^DNA7^>- % ^-^2: Htt*tJi (AxCAhAngl Mlfe^fcHeLa 
SWISh ^3: ]E#4X l^-V4: AxCAZ3^aALfc«^ >5: AxCAhAngl 
&&ALfcjE^L\ l"-V6: AxCAhAngl &&ALfc®S'fro (B) rt»»JS^UT 

©aw&i- s nua • &$© GAPDH©3g§a 0 s s - * - ©* t> ?g 5 ^ k 

tesoom&fcf©* $ -CJfe 5 0 
El 4(2, Wi|>©|R*<rt^©^Jfc**«Sr^ia^J:W*"t?*>«. CD34 

BHt©^»wft**«ifrcai3eufc (a, gs& b, c, mmmtmm 

f+gcU ^W^^fc/mm 2 -C^Ufc. *: p<0.0l£^1- o 

ilKISK ^H^^ffi LMasson s tri chromed (A~D), ^CD34^e y ^ c — TvHft 
fWciSftffltefi (E~H) x iSit^nCo-SMA^y — ?vV&frfc.fc5&gE&fi ( 
I~L)'*fT*ofc, (A, E, I), ^&tt*©*Hi'(B, F, -J), 7fJ 

!7^*©ftj$ (C, G, KK AngmU'b (D, H, L)„ /*-tt50/im&*1-. 

a */V^^9 7-f-K:iSlW65K9! (end-systole) &J;T/i£!5 
(end-diastole) ©*WHSr*1-WT?fe5. 'MS«S©4jIM8K 

#WBiflS*£;h/W«. ±/^/v, itsUI^)©g|; T/^/K &§S$©HIo 
© PQ ©fl^teSS b ft huH Sr^l-, flfc»tf ffl A/^«fi£gKSr^1-, 
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B7K, ^^^ftttTlfoftjfiL^^^^SAngl^TT*/ 

H8ft, ?yMHMS (A) *5£tR,« (B) kldS »tS naked DNAOffiAHl±* La 
cZ^Sr^-t-HTfcSo B*Lfc*<D:/7*$ K (20 M g) &TJft*J!ffi*fcr±to 
K'fr&fcaALfc (n=4) 0 7^*5: K£A<04B&fcGalacto-light plus kit & 
/HVvr/3-galStt*r«fcU S5*fcft^^:«5 OngMtt UcZi: UT^bfc 0 /<- 

HI 9 K£\ 7 y h>L^<Dnaked DNA&A£ TtV j£A(-*3tt-5La 
cZ3S^©ltRSr*i-H"CS)5. 20 /x gtf)pCAZ2|; fctitR* ftA<DAxCAZ3$rifr8£fc£ 
ALfc. ^-tt«WiS*r*'t (n=4) 0 

01014, 7f/W^ (Ad) <<9 9—&&TFi: > s?'<V>(frX (SeV) ^ 

^/VX-^*- (AxCAZ3) fcittSeV***-* (SeVAngl) Boi&itWRS^lHI 
fc£*.T 7*yh &jffifflJ&fc£A U J3 -galacosidase03§=g£$!l£ Ufc 0 
01 114, in vivott^l^JtSifrtt^CT^y $4 W<9 **~'&£t*'±l'4r 

LT3 0 VJfK-^H^jFSS^&^-f. 
$L<Dffiffift1ti&7f;irfflT?1bZ c lX10 8 CIUOSeVLacZ3=fcte lxlO 10 opu£>AxCAZ3& 

3E%?vh J: t> U 72$mtttc£tti LfcttBlc&lt SUcZgafra 

01311 SeV-<** — ^fflV^7S' h&g<fr^©Angl&&^Afc<J:5'ij>f5S 
&f&S8ft*&^1"0 , T?fc J 5. 5X10 7 CIUOSeVAngl^rLADM^jiffi^^H{i^(C2 

EI 1 4 J*, y v h&M'b^&SeV^? &ffiv>fcAngl*4w¥*»AtJ: iS'tfjKffi 
*?&!lKft*Sr*1-|a-CfcS. 5X10 7 CIU<DSeVAngl^LAD3t«Jllffi©£^W^2 
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aB»*&*rf0"C&5. imWiWBIkyy ^*jfi§ES&2<5rj5rt-5xio 7 ciuwseV 

01611 7fy^/^ (Ad) *3j:l5-fcy^>f ^/P* (SeV) 

^-©WH3Rj»l«a (MSC) ©atW-i»A«:*i-BlT?*>5. LacZ£=- K-TSTtV 
•M/V*'*** — (AxCAZ3) & £tfSeV^ * — (SeVAngl) moi^xT7y 
hMSCfil^A U J3 -galacosidase<£>3§gl£:$!l5£ Lfc 0 

117lt T?Jtr4fr* (Ad) ^^-*3J;t;t^W/W (SeV) 
*-{C £ 19 La<^ate : ?-Sr«AUfcMSC<Z)X-gallfefe«r*1"W"t?fc5. 

@18lt Angl^AMSC^^V^c^jfilJKf&li^^m^-t-m-CfcSo 

02 1«\ fc K^D77-^m Mttt«^1-5SeV-<^^-(Dae 
fc ft <D&&<Dl&IBi 

\MMm 1 ] VEGF*5 J;0Angl^mT-r J jr— 
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y^t^b^TtVEGFit^^SSa^JftBig-dye terminated (Perkin-Elmerft) 

PCR&ic£ 9 * u—~y?U ^Sia^J^WLTcio # k;ftfcAngli»5 WikglB 
£ v>- is* U83508 i: Jfclfc Ufc £ ^ 6933# g OifemffAfr £>G^©& £ foX V >■ 

7t c t «t p-r-fco fc„ #&ggmic i sAngiit ss©t =• / missis s*- 

W<y^U83508ilR|— T'fcofCo r *L b © ^ n — ~ £ tlfcVEGF/Angl cDNA£p 
CAGGS (Niwa, H. et al. (1991) Gene. 108: 193-199) Ek^pCAcc^* — (WO 
02/100441; Ito., Y., et al. (2002) Mol Ther. 5: S162) £>EcoRI-BglII$J|« 
SfiM M^CjfAU VEGF/Angl|g^^^--Cfc5pCAhVEGF*5j;rjpCAhAngl?r^ 
§£L7C„ VEGF/Angl^mTxy ^^/V^fi^^t-iOH^^tbfcCOS-TPCfe (Miy 
ake, S., Proc. Natl. Acad. Sci. USA 93: 1320-1324 (1996)) Zm^Wkhtc . 
o P CAhVEGF^j;TjtpCAhAngl^ClaI^JI5I^(C«J;l9^ifU#fetb^VEGF/Angl cDNA 

^^•tpn^^ KpAxcw (Nakamura, T. et al. (2002) Hum Gene Ther. 13: 613-62 
6) OClalflJPS^^^^ifAbpAxCAhVEGF/Angl^^Lfeo pAxCAhVEGF/Angl t 
5?STfV !M;W*£:ft&-£tfDNA-terrainal protein complex .(TPC) OEcoT22I 

T*fJ VJ/l'X&'StrT'v—r&^iMlstc (Graham, F. L. and A. J. van der E 
b. (1973) Virology. 52= 456-467) 0 B* (D??-? <T>Tf J ^^^Jlli 

, VEGF*5j;TjAngl^rr/^'l'/^^^^-T*fe5AxCAhVEGF, AxCAhAngl£# 
fc 0 yy ^^M^x/^^c^CsC1^3£^^Sa^^v^fc^®'il,^&^cJ;^3*IM 
L7c^, 10% glycerol»PBS^T»^bfc^T7 :f /I>^/^^VNfc (Kane 
gae, Y. , et al. (1995) Nucleic Acids Res. 23: 3816-3821), H^TxV 
HVT.'Z.VZ— <DWk]£ (opu/ml, optical density units/ml) 120. 1%SDS#^T"C^> 
A 260 {Ci DSiJ^bJ^TW^^fflV^^UTt (Nyberg-Hoffman, C. et al. (1997) N 
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at Med. 3: 808-811) 0 
opu = A.^ x (1. 1 x 10 12 ) 

VJ/l'XM (pfu: plaque forming units) li293JHBl!&£ffl^fcl8IM^$fcfc 
«fc»J$fej£Ufc (Miyake, S. , et al. (1996) Proc Natl Acad Sci USA. 93: 132 
0-1324) o =y —)VT ! T J $4 t LTE. coli J3 -galactosidase3frfS-?£: 
3§3l1-5AxCAZ3 (Nakamura, T. et al. (2002) Hum Gene Ther. 13: 613-626) £ 

ItVJfrX^f * — OAxCAhAngU AxCAhVEGF^o £ T/AxCAZ3(Dopu/pfult ft^rtl^tt 
13.3, 28.0, 80.0T'fcofc o 

eor, J. et al. (1996) J Mol Cell Cardiol. 28: 2057-2067) £tlX^1tZ.kfr 

7 9 h^jffittl^-7*/H4PfeffeirP)O^Ste (Pfeffer, M.A. et al. Cir. Res. 4 
4 : 503-512, 1979) KLfcaS^fERLfc. Lewises' b (8fi#, *t, #M300g 
) fcsfcc^sc— 5 ^70 mg/kg, ^yyVV 6~7 mg/kg£0 
Krtfi!#fcT*aMfti -JMfLfc. 200~250ml % 1 HI^* 3 

ml> PfRliHSfc 60~80[H/min, 0 2 1 1/rain, /M=ty 0. 5~2. 0%©^#-(?iAi 
#SrfTV\ £4Utt*J:!>HMbft:. £MTft& (LAD) WU-0(D#KW ( 

iff^AlW (positive end-expiratory pressure) ~eJ!r^SrJS:3ft ^^fco I$£r 
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mtiZMVlUtt-* J3ffc30G£f£ffi V ^5 X 10 9 opu/50 \i 1 (Itirl X 10 10 opuO^) 

Tx/ *?4f\'*'<99*- S#^<t-57 s> h>W&"C£>E. coli j3 -galacosidaseitt 
fc^BSSrX-galSfefe (Nakamura, Y. , et al. (1994) Cancer Res. 54: 5757-576 
0) ^•JfiiBUb, AxCAZ3 1X10 10 0PU/100jul<Srifc#ftlS!#5 $IJ#i£TtC 
2% paraformaldehide^^:#t«UJlil§^@SUfco ^ffi L7c@£^<D«£X- 
gal (Sigma Chemical Co. St. Louis, MO) ^ (PBS pH 7. 2, 2 mM MgCl 2> 4 mM p 
otassium ferricyanide, 1 mg / ml Xgal) ^30^C-ei6B#^^L^-feLfc o $.tc>b 
l^-e^^-galacosidasest^^^^^rGalacto-Light puis kit (Tropix Inc. Bedf 
ord, MA) t 0 -galacosidaseHSfH^ (Roche) &ffiV\ /? -galacosidase^^?g 
tt^T^i^KCT^Ufc (Shaper NL et al. J.Biol.Chem. 269(40), 25165-2517 
1, 1994) Q AxCAZ3 1 x 10 9 ~1 x 10 10 opu£ 5 Bttyy ^ 

tfyh£rLysis Buffer (100 mM potassium phosphate, pH 7. 8, 0. 2% Triton X-100 
, 1 mM dithiothreitol, 0. 2 mM phenylmethylsulfonyl fluoride, 5jig / ml le 
upeptin) #£TT*homogenizeLfc 0 12, 500 xg, 10 minit'L^ ±^<Dftm& 
^-galacosidaseStt^fgi-^fc^t), 1I$|HH y**.^- h Ltc (Young DC, 
Anal. Biochemi. 215, 24-30, 1993) 0 

itf^St^ttteGalacto-Light puls^V^^-ClB^a^ 
Mini-Lumat LB9506 (Berthold Technologies GmbH & Co. KG, Wildbad, Germany) 
^^V^iJ^bfCo '&biltz.W%z (Relative light units) \m&&X. 0 -galacos 
idase^*p|||2|s: (Roche Diagnostics, Mannheim, Germany) £^ WcliPf fllM^i 
!9 , 0 -galacosidaseitt (pg/ml) \Z.&& Ltc 

fcWTfiriRaBiSW 4: * ft 5«J152te& ~ * fc30Gft-Srffi V ^5 x l 
0 9 opu/50^1 (*&*1X10 10 opu(D#-a") 1=oTx/!M/W*^*-£n>j$f*I&: 
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SlSUfco HI 1 ^1"-<t < 5xl0 9 opufiLbOT^V !M /VX^t *-&-£§-\Z X t) 

zim&U (02(B)) ^Wfea>4J:5lc«E«»jC>lffS8J:T/'1'Bt», 

jfii. tc^J- U-t-efcSb** 5 * £ tt-C v % 5 VEGRtGH 1 ± 5 feflSMftftai * Sr H 
H#«WUfc 0 =>yfP^7f/!)^/^Sm AxCAh 

3) o 7^/ ^V*^*-KlJ:5jtfc^*A (1X10 10 opuAb) O50^(31i5 
USrSJltiU £RNA£rRNeasy kit (Qiagen K.K, Tokyo, Japan) K <fc 5 fofrStoffi 
#>ktt£HL7c 0 M^RNA't'CDDNAW^ v^a i/£jjgtf£7ctf\ RNase-fre 

e DNase Set (Qiagen) ^ffiV>-Ct^0J»{31^o-CDNaseI?Mb^ ; fTo7Co' ^-^cDNA 
-a-J5fefi7V^A7°7-f v-^*^ — (Invitrogen, Carlsbad, CA) joitfSep 
erscript™ II (Invitrogen) Zm^X^WhOyV-tf^yJ T-ftfci: Offfco 
fc 0 7?V ^^^^-^fete^Sttfcl: hAngl#&ftjmRNAH\ t hAngl# 

T7y hglyceraldehyde 3-phosphate dehydrogenase (GAPDH) SrRT-PCKIC i 5 tfe 
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ffibfco t HAngl7*17— K^9-fv— , !7^=¥ j3 ^7 y ^ /^-;*:7 e 7^•7 
t hAngl7°7^r-7— 
7*17— K, 5' -CAGAGGCAGTACATGCTAAGAATTGAGTTA-3' (SB»"t : 6) 

y/*— 5' -AGATGCTCAAGGGGCTTCATGATG-3' (|B^J## : 7) 

7*!7— K, 5' -TATTGGGCGCCTGGTCACCA-3' (|3^lJ## : 8) 
5' -CCACCTTCTTGATGTCATCA-3' (K?'J## : 9) 
301M ;7/KDPCR£?TV\ t hAngl mRNAjo <£ IFGAPDH mRNA^ffl tfc, PCRffifc 
. «2%T^n-^y/V-e^ilU/c:o t >Angl mRNA^HMt^fiSi: LT, 100 opu/cell 
•eAxCAhAngl^^$-&fcHeLa«^ bttffi Lfc^RNA&JBvyfc. 

7*; hGmWm.te?&%<DMy>) (ftUttM) !&±X<D>bmNk&V&~? 407 bpOftt 
efc:#L<tfettl£*lfc (H3) 0 . fc hAnglti:#^fi<j*453bp©PCR/^^K*, AxCAhA 
ngl^Vtcyy hfctf-fTVK AxCAhAngl^^VNat^^AbfcHeLa«f-^7° 
/Wcl&i6fc 0 *fcjE^»C,\ AxCAZ3S#'CfT?ttt hAnglRH**W4^>' Kf*f&£> b 

3Vhn-^Tx/ ^-r/V^AxCAZ3$rg-^L«Tit5Et^20%tTxy £ 
^^$tLTV^5VEGFit^^i§«@S?^^^Wt^i ^5, VEGF 
fcotio — lxlO 10 opuOAxCAhAngl^ig^-eft8%^5Et^©{£T^IS&p5tl 

n t A*6> Atti6tttt*'et±vEGP i 19 Angles «t u ^-t?& s r t *s§g <b a> £ 
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AxCAZ3 lxlO ,0 opu 
AxCAhVEGF 1 x 10 l0 opu 
AxCAhAngl 1 x 10'°opu 



75.9(18/25) 
81.3 (13/16) 
60.0 (6/10) 
92.0 (23/25) 



[HWJ43 Angiat^, mpmmttz 

VEGFit^^^^^iLtfl^M^fe^ - t btlX^Zo JcfcAnglftV 
BGFfc©ttlRI^fcr*f^JfiLW*SrJ||»i-5i b&tobinX^&a ^rClT'Anglit 

lOMm^Jt^^MtfCo l&fctftt LTAnti-CD34*/^n-^ 
tfifc (MoAb) (NU-4A1, Nichirei, Tokyo Japan) i&l U t'^^banti-Mouse 
IgG2^^#:iTlfv ? ^b Horseradish peroxidase (DAB paraffin IHC staining 
module, Ventana Medical System Inc, Tuson, AZ) 4rfflV^-feb7c 0 4 

^^jfo.W : Sr^^.i"Sfcfe, ffia-SMAMoAb (clone 1A4, Dako Japan, Tokyo, Japa 
n) SrJlVvC, #CCD34 MhAbfc ^fcJfefeSrfffcofc. a-SMO^AWtt, ±IB 

7c (H4). VEGFfo5V^iAngl£TfV <M/V*fc<fc 9$:#L7ci £5> ^r^SS 
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(4, AngltimmX-n 644±96/mm\ £M±&fc&mmX\$ 350±79/mra 2 (p<0. 01 v 
s Angl#yi$), teCmWmXi* 332±127/mm 2 (p<0. 01 vs Angl&Slfh ^ 

mmxn 402+121/mm 2 ) 0 An e mmmxn, jk^mttmmx-hmnBxhm^ 

H341±60/mm 2 joitf 367±113/mm 2 K Anglit^ (461±100/mm 2 ) £fcteVEGF 
^^S#^i9-©^^T*©lkticO^«^J$^C (tt^ffflSTftt 48 
3±46/mm 2 ) e HI 5 (£anti-CD34 MoAbtC <fc Slfctf rt&©&&ft£fl^^;&SAngl3t 
^K4#^ttl0jKinJsJLT©micro vesselOJtiPi £ ICIO^ m^±<Dvessel<D*| 
JPfcft&Sftfc (Angles UfcW'tO&^WIfrTfH:, 4t©Wft#ft©o- 
SMABMfeliLf dSft^SJlfc; ^ BBHR«cT?38. 9+7. 35/mm\ «S^#^T'38.9±4.81 
/mm 2 , @S^-eil2±26. l/mm 2 ) 0 Angl*3:Stl¥£|&< V*f MmXt, lOumZMx. 
% a-Smm&<Dlk f g%m-$fiMfcmkVtefr'otz (19-22/mm 2 ) 0 £feAngl»© 
afc^S^T- t>VEGF3te^Ffi# ^SSOjkMSOllliPiS^ $ tlit (04). 

fc> ^jffi«£#©ffl£&fTft<>fc« ««g4M<Dg«Oi^X&Edelberg 
£> (Edelberg JM et al. Circulation 105, 608-613, 2001) 0^rfe*5 itMobert 
sP>©#ifc (Roberts CS et al, Am. J. Cardiol. 51, 872-876, 1983) tUfl^SOJg 

VXfo&fob&ft%:faM&i&£l'1t&, 4% formaldehide-e48^ra@S, parrafin 

■^[RlfcijOJi'SrfEBk Hematoxyline-Eosin^#, % Masson' s trichrome^-fetCT^ll 



WO 2004/074494 



49 



PCT/JP2004/000957 



&fefr£(LV)# (Total left ventricle (LV) area) (mm 2 ), (infarction 
area) (mm 2 ), ■t'PraiSJ? (septal wall thickness) (mm), (infarction 
wall thickness) (mm), VHD'bft-BMffl&kTf'bfomMffi (epicardial and end 

ocardial circumference of LV) (mm), 'L^^iBljo & Tf>bt\~$^W<£>WM& (epica 

rdial and endocardial infarction length) (mm) 0 

mMVJX (% infarction size) = / il&LV^ x 100 

%ffi/*Wi&m (% Ant/septal wall thickness) = HU^(ffiS)J¥ / *PSil 

m x ioo 

£#LV*§£ (vaiable LV area) = ($m>b1$m) - mM>bffii&) ; 
ft'L^H-d^M (% endocardial infract length) = ^MO'b^mMM I 
LVO'frftMIJi x 100; 
%>bft-mmM& (% epicardial infract length) = SS<7>L^|I« / LV 
(D'bfl-mWWl x 100 ; 

m 5 KTF-tz o \mM'bmx^±^M^ bK\±&^m->bm±m^t>t^>bm 
mconmit, &£ftm(D&*mfazmft>b^±mmswbfr~?hz> 0 ^2^1- 

<fc 5 ^Anglit^^ n h n -/V t Jt^£fc«®$<0i|g/h (%«SlM X 

(^infarction size)), £ blZ.m&bffim<D^M%mU (%£#LV$ (% viable 
LVarea)) AnglcO^Mm^/J^^ ^ t ^a^M^-TS^m 

^BJ^^T-feofeo *fc^HJi:$r^1-S^SJi (^infarct thickness) 
^^tiAPSrAnglS^-e^fefCo 

^2 7^ ^^S^O&^^©Anglitfe^fM©« C £ 
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KftiiM/C %M/mm £#LV# %<&rtl«g 
. (mm 2 ) Jl • 

ft* ffi (n=5) - . 123±29.0 37.4±9.36 - - 

(«=14) 31.6*8.66 34.0±7.05 19.8±4.91 44.0±10.8 34.4±8.86 

AxCAZ3 (n=8) 34.9±6.69 31.3*4.64 19.2±4.68 52.5±3.99 43.7±7.52 

AxCAhAngl («=20) 21.U5.38** 56.5*9,62** 27,0*5,20** 40.2*13.2* 30.2*8.82* 
*,p < 0.01 vs GMttitik \p < 0-05 vs AxCAZ3 

mom) tt}iTO±sD-e^ufc„ v/ntE>bm^i-o 'bffiwmommmz? 

%frmftfcX*mfe bfc 0 ^fh^«Bonferroni/Dunn<D^^(C «£ 5AN0VA£^-C*T 
fto7c 0 

*ffi©W-»l»4^^ = - £JE V ^M-mode& x B-mode^Wlff £ V ^fcArea-length&{C £ 
•JffHKLfc. 

^fcttfctt* LAD»©4MW^^^ = ~^/>^^7^ (L0GIQ500, GE Yokoka 
wa Medical System, Tokyo, Japan) %%^X'bffi®effl%.%fiitc 0 iM^f^ & 
K*-*^ (50 mg/kg) tJi^^?^y (2.5mg/kg) SrflfftfcJ: 5*»^fr* 
ofc 0 lOHfflzT'P— ^SrfflV^ong axis viewfcj; UM^E— K©fHlBMtSrifcJ6Ufc 
KttKliDffltttaillSldBlfiBdd (end diastolic diameter),' £gJ&ti!£*l- 
5fc8M£Esd- (end systolic diameter) SrffSJ L&^0@S^# (FS, fractional s 
hortening) Sr^tfcl Lfcio 
FS (%) = (Edd-Eds)/Edd x 100 

SfcB^-KfcTi&Ofe^ftWlWrSriSaU feSSmfeMS (LVAd, left ventr 
icular area at diastole) N J|X^t$j;£lS®|j| (LVAs, left ventricular area at 
systole) N JfcSSSJlifcj&ISfMII (LVLd left ventricular long-axis length at dias 
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toleh ttiffiffl&^ftttSCLVLs, left ventricular long-axis length at systol 
e) LSkTO&fc <fc t> (EF, ejection fraction) Sr#ffl Lfc (Area-1 

ength&) (Sjaastad, I. et al. (2000) J. Appl. Physiol. 89: 1445-1454) 0 
EF (%) = [(0.85xLVAd 2 /LVLd)- (0. 85xLVAs 2 /LVLs)]/(0. 85xLVAd 2 /LVLd) x 100 

^|sn-/kp, 7f/^/W3^fn-;> (AxCAZ3) ipVvfftfcBdd, Esd, LVA 
d, LVAs©*«**IJnSr»«>, FS, EFt)iE1t'L>W40-50%i:<STLT*3 «3 <&jKKftH 

„ Angia^g-^SlTttEdd, Esd, LVAd©^nS*3fe#l±S8»fe^*d^ofc 

m 3 »Cf ©Angl»^f&*tC*5 6 >b=- => - i 5 «flM 

Mi-biff 2%7ciffl 
Edd Esd FS LVAd LVAs FAC EF 

(mm) (mm) (%) (mm 2 ) (mm 2 ) (%) (%) 

ft^ff 5.50±0.20 2.50±0.177 54.6±1.99 55.2±9.57 24.6±5.50 55.5±4.82 72.8±5.86 

7.43*1.25 5.86±0.0851 20.8±4.63 75.3±9.03 57.&H.89 22.6±6.99 36.0t9.46 

AxCAZ3 7.54±0.544 5.93+0.693 21.6±4.50 73.7±4.04 54.3±6.66 26.4±5.54 40.5±7.62 

AxCAhAngl 7.13*0.985 4.69±U1 34.W1.1** 71.6*3.46 45.ftt5.12* 1 34.Kk5.47** 55.Ot2.t6** 
*,/><0.05vs. ±ltM; t ,/><0.05vs.AxCAZ3 ~— ~ 

iM<Dmm) SS©4aWfcs 1X10 10 opu^AxCAZa^fcttAxCAhAngl-t^StfC'b 
MtOfrttflB Sr'L^ =* ^ 7 7 -r — {d J: 5 M*— K*5 J: tfArea-length& 

JH^T«£Ufc„ fitttW±SDT^bfc 0 Edd}te^tfe5S^*»@ (end diastoli 
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jsM^- (fractional shortening), LVAd{t$!£§i$£^®$t (left ventricular ar 
ea at diastole), LVAsf±IfcJ(t81£M9l (left ventricular area at systole) 
, FACItfe^F^Jggffi^'fb^ (fractional area change), EFfctfeSaBtti* (eject 
ion fraction) &SE-fo ^H-^f4Bonferroni/DunnCD^^{C ± 5AN0VA&J8VNT 

&T&&fo.*J s A'&ft ! 9kU Angl^T^y 7^*^*-©¥&iB!^K:J: D 
dUiLt&afSrft^fco C3H/HeN^r7* (male, 20-25 g) &JBl*TCouffinhalfe©# 
& (Couffinhal T et al. (1998) Am J Pathol 152(6) : 1667-79) MSpCTJfeM. 
^f/^KLt ±*JjB»Ttt^^ r 9-A' (50 rag/kg), ^5^7 S?^ (20 mg/kg 

HiLfc, ^mmmtmi-o-r^ nym&&*m^xm$s, zt>\m%wim£#& 

togVS&LT? J $4 fr* AxCAhAngl (opu/pfuJ£tel3. 3) ttJtfEiElfllfcfERL 
fc 0 AxCAhAngl (1 X 10 10 opu/E) TtetiL*WE«fcfc*BW • rtfejBX 
tf£JlEJM^2.5X10 9 opu / 25jzl«r#2;&3ff"0, th4#Bf fc29G#f#t 1. 0 mlSE 

^I3 0i, 9*/tf±l 0Bftfc«5ES|JO5K» % I&gjM, flH»&* 

mmvtt^A^ms b«ic»e«©»r(3/5) (-ftatf^sm^m. w 

« (2/5), (0/5), *ftft?gj$ (l/5)&®«>, 3&t!19HflfcttfE5Ett 

©*B (3/5), (3/5), Tfol&M (0/5), flt$7£/& (l/B)^J!ftjfiL©JiffSr 

m&tc 0 itagi#^»*7*/i^»3Baid»E»©«B(o/5), (0/ 
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5), (0/5), (2/5) few*, ^l:9 0twiiaoii(3/ 

5), R&Jftg (1/5), (0/5), (2/5)i^jf[L(D3itT^^IJ$tU 

frJ$J|l£f&&fc 0 ^ife 3 0 S oajKO^^r^f* Lfc t - ^Anglg-S-JBETiiStJI 

#<©^fy^fe5 0 #taimM^ffi1-«W^«^^^««lW^ (a 
rteriogenesis) #H#U 3=t^iL 1 0 t jfof $r£^$K$flil£ft5 0 

Lfc^ o T^lH]#l|t £ ft fcAngl ©^telfllt^te <£ 3 t> <0 1 fi#« < 
, iLttf^m^om^^^^ft^o Angl«Tie-2^^LPI3dr^— fe'fflftl 
, ^T^^-^M^•i-?>Akt^tt'^b-r^ri^t)i^TV^S 0 £fcTie-2& 

, Tfo<DmmM*vmirz>~ ttm^^x^ 0 *-$mm\z-&^x\±, Angi 

J^±, tittTflMjfiL^x^^Angl^ig^-i-S i t J: D ig^itM*!^ U 

8 ] Nakedly* 5 J: 5#^*3J: W^^AnglSe^A 
Nakedly* 5 K?r{i:^«t-aAi-5^^«, ftfc^-e^^jtfe^Jt^ 

t, 1H* (CMV) :/n^— Z-Z^-xlzVtcZfy X 5. Vtmm 
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~V hJJ j37^f^P^H tex in vitro*5 Win vivoU::}3tt5*<b!£# 

^tuSil^^SifiM^i^'B'O^^^i-So HIH> CATV*-*-- < 
-^(D^^-SrJlVN-tnakedT 0 ?;*.?: KO&A-fS r £ lUct^ 'L«£TiI$] 

-^-^KLfcnaked:/^^ KMU 'L>S&^tf>E^aAK £ ZWAi&fc? 

pIND/lacZ (Invitrogen$t) ^Escherichia coli j3 # 7 ^ h £ (LacZ) 

3H5^&ijU!3fcBU pcDNA3-<^^- (Invitrogenft:) % CAT'P^-^-SrifOpCA 
GGS^* — (Niwa, M. et al. , Gene 1991; 108: 193-199), joWpCAGGS^ks 
imian virus^origin (SV40ori) pCAl ^tl,^tlpcDNA3 

LacZ, pCAZ2, *5«tTjpCAlLacZ^ Ltc„ &*3, pCAZ2i4 Yoshida et al., Hum. Gen 
e Ther. 9:2503-2515, 1998 fcH5tfc£*VtV^:/7* 5: K pCAZ2 £J3V^ 0 
% pCAlft, pCAGGS?rBamHIi:HindIIIT^»fL-CSV40ori^^-tPif>i- (522 bp) 
^Xi'mVtCo ^(D^, K<Z>5'$I<DT4 Mki$ V ? 7~HXf ill 

inU T4 DNAy^f— ^T*y-r^— <> 3 >-LT|§m^^^-pCAli: LfCo ±X<D? 
KteEndofree Maxi kit (Qiagen GmbH, Hilden, Germany). £ffll^TffiML 

0.1 ml^)0.9%^S^7k' : r 1 O20MgOnaked7 P 7^5 K&\ 27^-i^&|^& 
}tol ml^y ^SriE^T, Lewis 7 y h ($£, 8MSp, 250~300 gM, Sankyo La 
bo Service (Tokyo, Japan)) 0^faB*ti\t>bmfc&KVt£o 0.1 mlOO. 9%£ 

S£:&**<2AxCAZ3Tx/ ^M/v*^ do 10 , 5xio 9 , *5£tf io 9 opu) 
fcl&Iifc&ALfc. f-W'-^aA-eti, «<^A1Bl^oaA^^{c-rafc 
#>2 cm§]|| tfc (Wolff, J. A. et al., Science 1990; 247: 1465-1468) 0 
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&ALfc (Lin, H. et al. , Circulation 1990; 82: 2217-222l) 0 £A^ N #)fH§ 

ttlftffifc i tM?»fc*5 ft « 0 -galiSttSrEUHT© <fc 5 fc«P*f Lfc (Shaper, N. L. 
et al., J Boil Chem 1994; 269: 25165-25171) „ JlflcWfctt, 4 raKDllM^i 

(100 mM ]) U £2s 0.2% Triton X-100, 2 mM leupeptin, 1 mM phenylme 

thylsulfonyl fluoride, *5 i I* 0. 5 mM dithiothreitol, pH 7.8) ^T'l^TO 

Wt (0.8-1.0 g) Srfc^a-jvfXLfc. **$?*^>fXLfc»ifctt> ^ri2, 

000 xg -ClO^jiiCfL/t. ±»SrlilRb, 48 c CT*lB#^MtT^tt0^^7^ 
h^- tffiH4*TOfl:Ufc Q im^^/S-galMttttGalacto-Light™ Plus kit ( 
Tropix, Bedford, MA) fci »K JBfcnO^o fa^ftotaSLfc, 
^yfeV^ltMicroLumat LB96 (Wallac, Gaitherburg, MD) 

V^T^fflLTto Relative light units (RLUs) £ LTfcfcftfcf*—*^ 
TLfttf?? hi/^— if^Sp (Roche Diagnostics, Manheim, Germany) ££H^TLa 
cZ©ng|gttfcgg|ft UfCo LacZO^ffc^tttft tfJ-CWu 10 At a® fctUfcttftHStf Sr * 
fX-gal^T?37 < CT-24B#F^£ 1 (Nabel, E.G. et al. , Science 1989; 244: 134 
2-1344) U ^O&^S'^ttJtffefcLfc. fltt¥*&±S.E.*T?£Ut„ 
#J$P#rf±> Scheffe<Otfe€*Cffofc. 0. 05frm VM^Mtir 5„ 

^rtf^V^fcnaked^7^5 Kft (20 Mg) jfejfilJfe (Losordo, D. W. et al. , 
Circulation 1998; 98 : 2800-2804) mXttj&A (Baumgartner, T. et al. , C 
irculation 1998; 97: 1114-1123) ©B^fi^?&8?©WffK::}3V^T^ fcflfc 
/I* (g/kg) iffiRI-CfcSo ll&#tt\ tH mg® naked DNA3SJB^b*k 2 
00~2, 000 m g^naked DNA^fflV^ tlfc 0 CAXp^— *3«tt^CMV7 P 

J:^L«^*5^^-C^fc 0 2o<Z>IU»f4, Hffrfrjfitff jtfc^&^&tt Snaked^ 
7*5: K©S£Alas{fetbr#K:J:<*q^-cv^So (n=4) *3«fctR> 
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B (n=4) K*SEAUT^fe5 0ft^ CMV7°P^-*- (pcDNA3LacZ, 

P CMVj3) teXXKA-yv^-f— (pCAZ2, pCAlLacZ) s<—X(D-*-?*—iZ.ffltft£in 
ZLacKDftm*, 'Wfamz&^TZMfr 1.6±0.4, 10.2±2.0 N 37.2±6.9 N & 
«tTj?27.2±6.8 ng T'fcofc (H18A) 0 'W&ffiK&^X, Ck7u*-?—<-X<D 

^■3611 (pCAZ2, 510.8±69.8 ng; pCAlLacZ, 509.9±66.7 ng) CMVT'p^E— 
p—^—XiD^? ?—<D]§G- (pcDNA3LacZ, 46.2±13.2ng; pCMVjS, 108. 8 ±37. 

8 ng) bvmi<xmfax^tc 0 >m^^^mA^m^(o^^Mt, &x<d 

■fy^ % hlz&^xitfeffixm&Z*itch<D J: 19 fc^-flrffiv^ b&mWLtc ( 

HI 8B) e 2c£&£ft±£ii:5fc&SV40origS?lJ£&9 B^fcpCAlLacZ-^ 
LTt>, SAitfci^^£&ftb7c 0 08^L7c:£?^ #*&!5*fc{^L« 
<D b* h h K^X t> , pCAlLacZ £pCAZ2 b omXLacZO&m^^X^Mftm^fc 

^^^-^O^OLacZ^m^b^tf^oTt. HMr&iKPTrV <M/v*^* 
- AxCAZ3 (lO 10 , 5X10 9 , 10 9 OPU) £«<A<i>£»&ALfc (n=4), 5Bflu, 
AxCAZ3&&A Ltobm\L&li 6LacZ<D%m 1"</U£, 20 n g<£pCAZ2£aA Lfofr 
mE^itlfeLTto W^Hn 20Mg^pCAZ2«^$n^«t*5{t^^A3ie^ 
^<^¥^^/W^ 6.0X10 9 0PU^AxCAZ3^j:5^^<!:f5^ll^"efc5-«i:^ 

mwvtz (m9) e 

pcDNA3LacZ (20 ju g) , pCAZ2 (20 u g) , * fc ft 5 X 10 9 0PUOAxCAZ3 £&A L % 
^^^X-galt:^ bfco LacZ^ttM^^P^fc^TO^/wy^^^^VNT 
&m£tltc 0 pcDNA3LacZ^aALfe^JiSfTit, ^£&ALfc&&J132K:f3:£: A/ 
^LacZ^tt«^m^tU^^ofc 0 iW^lt, P CAZ2©#£14 > &%#}Xl±h 

z &mL<Dm< ^cm^LwmmtmxwmmxzmM &tiit 0 5 x 10 9 opu^axc 
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AZ3£&ALfc£«te, P CAZ2££A Ltc h<OX'$L btitc<D t M bfc^AiftS 
^ fcjgv^cifcj:?)* 77/ 94W<99— £fS}£P^£>if v> w<a 
iHS^A^m 

t hAngl cDNA »Lfc«ty^!?^/^^^- (SeVAngl) 
^(D^m^^XWtLtc (Kato, A. et al. , 1996, Genes Cells 1: 569-579 
; Yu, D. et al., 1997, Genes Cells 2: 457-466) 0 ^m^<9 9-t LT, 
jtfe^3ilgi<7}&1^ SeV (SeVNull) 7J& coii j3 -galacosidaseitfc-?- (LacZ) 
|§mSeV (SeVLacZ) £/BWc 0 ^tcimtLX, LacZ£=>- KI^Tx/ <MA 
T.^*- AxCAZ3 &/BWc„ SeV^*~te x 10-day-oldO^EM^|g^{C 

t^ia{)^^-^SU ^ffl«^-e-80 o C-eiS:#L7c:, LacZ^=i-K1-5 
77/!?^/^^^- (AxCAZ3) &fc H£^£&293«-Cif5g£i^ CsCl^jl 
^^12^ffiV>fc®3i^&^j;!9i»^L7 v c^, 10% glycerol^PBST^TO, 
CTf ; 5^T-70 o CT^#L7to ^^Htft^. ?-|VW*,* Yv9^(D7tJ^4^ 
O^m, 94 9—, &KPRSBm*&o7?S V4/\'X<D=ii'9^*-*S3 
WBLtc 0 7? J 94 ^(09 4 9— ft, 293M£J8WcLD50 (pfu, plaque fo 
rming units) :fc <kTj*A260$!|£ (opu, optical particle units) K&VfcfeLtc 

o 

7 v h$r±l^'bmmX(D7T/ $4/^x^9 9 -&£Xf±l<'94 $4 /v^^ 

»T© J: o fcfrofc. Lewis? y hlff^«r»J(lW'Tfc^Sri(Sffl L^lig&fii . 
Tyrode' s*& (143 mM NaCl, 5. 4 mM KC1, 1. 8 raM CaCl 2 , 0. 5 mM MgCl 2 , 0. 33 mM N 
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aH^ 5.5 mM glucose, 5. 0 mM HEPES) fcSL'D>£flS£&ftLfc. ftfcftfc'frS 
jlft&collagenase (5 mg/ml, Wako Pure Chemical Industries) ^Ca^-free Tyrod 

fR&i&fo&M&ttXB&L (50 mM L-glutamic acid, 40 mM KC1 40, 20 mM taurine, 
20 mM KH 2 P0 4) 3 mM MgCl 2 , 10 mM glucose, 0. 5 mM EGTA, 10 mM HEPES) faX5 

frm^vT-f yyvMrnmrnrnztmu io%# (fbs) 

«K 5X10*/wellOfllS"C24 well plate tjffffibfco 

7 y h*f^'tjB>JWa^©«fi^i»AttKT©w £ < *Tofc 0 JhfE<D«fc 5 1^7 
y bff^'^l5m^5X10Vwell(Df|l«^t:-24 well plateKM, SB !M 
/V*^<^ — ^fe&ffofco SeVLacZ£fcf*AxCAZ3£r2% Fetal bovine serum (FBS 
) S&ftHDulbeco' s modified Eagle Medium (DMEM) KX^ffii. Lfc#Smultiplicity 
of infection (moi, SeV<? * — |COV>T« ClU/cells, Ad-^ ^— fc-OV^T f± 
pfu/cells) <Z>lM/W*$E Ct7 5» h$r£iE'i>j£«{-37 c C l^lBHRSSUfc. * 
<D^ X Phosphate Buffered Saline (PBS) *l%\^W¥'<ks 10%FBS»DMEMtT24 
BW&ftU LacZ^^^^ftbfCo LacZ^ttf^beta-gal Reporter Gene Assay Ki 
t (Rosche) ibeta-galacosidaseH^PMH^: (Rosche) £r£3V\ beta-galacosidase 

3g*S:Sl 0(^bfCo SeVUcZ*5it^AxCAZ3«M#t t>» i^moi (> 30 moi) 
X\i.yy h>LWMz&\,^xWAM&?<Dm^&htcbi-zktf^£ftfCo SeV 

*mm&mz*<o&mi^toi,'to moiULk xmtzf? htiifc, -^Ad-< 

^-oyy NiW^^jBj!Wia^©»^«Att^>r;^«««#ttT?*>?). loo 

moiO^-l'/^^-etft^mft-atTV^^^ofCo Ad^*- 10 moiiSe 
V^*- 1 moi(D7y b*4W^jB*USlUcZ5Sir3:«BtlRI*"CS>D, #«moi( 
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o 77/ iM/V*^*-"^ <>ffil|IU&^©in vitrrftW!i7sfc*V^TJ|>A 

imrnm i o i sev^* -^rts^-t- £ 

wis 7-7 b&Sfcn^l^-^/MRAfcitf&lfe^* ^ ^50 mg/kg, 2. 5 

t49^/^^<^^-©^*ft#ttl!HtlJPUfc. tfc3.3X10 9 opu©Ad"«#*— fcl 
X10 8 CIUiDSeV^^^— ttK^P^O^JK-^-afiHF^Sr^tfco 
[H»J 1 1 ] SeV-< * * -»JR • toffift <£ 5 *fe^^«^7>^ 

1 X 10 8 CIU(DSeVLacZ^iE^7 y Mt^ff* £ 5 U 72B#MftfcJ|«L'tN 
£fl$> fff> £^ #^j»fcllbLacZ?5mSrai^bfc„ £fcP^axi0 8 CIU<DSeVLac 
Z£fc}2 Ixl0 9 ~lxl0 10 opu<DAxCAZ3^jE^7 7 h^!5rtS-^U72«^(c:^L 
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LacZ^^,COS!l^{c:ft % JfiJtilHS&Ljsis Buffer (100 mM potassium phosphate, 
pH 7. 8, 0. 2% Triton X-100, 1 mM dithiothreitol, 0. 2 mM phenylmethylsulf o 
nyl fluoride, 5 »g leupeptin) flRfiET *C**^*"?->f XLfc G 12,500 xg, 10 
midt'Off* ±m c r l ©I^H^4/3-galacosidase^'|4^^1-§fcfe48t:^ lfttiM ^ 
^zl^<— h Ufc (Young DC, Anal. Biochemi. 215, 24-30, 1993) c ±?S ^©Bt^f 
fiH4tt/3-gal Reporter Gene Assay KitJ8^£fi-Cll*|SI£tf&lk ft^»3fe«rMin 
i-Lumat LB9506 (Bethold) &r^V^iJ^L7c: (Shaper NL et al. J. Biol. Chemi. 2 
69(40), 25165-25171, 1994) . ftbfrltWSk (Relative light units) fi/3-gala 
cosidase«!il»**fflVNfc||*Ai»fc < tt) % /3 -galacosidase^tt (pg/ml) « 

«fc 5 fc^toafiffW^S&LT^fc. -#SeV^ ^-Tii|$ • ft • JPK*© 
ate^SmSrW**: fc ©©AdV k Mte 5 JffT© utf^HHSrHBfiriJ&A^ ifSfc 

a* jsms «fc wr-fe § r t # m b i ft o fc 0 

[HWJl 2] SeVSr^VNfcAnglJt^^At-J;5«@S?&^ 
SeV^*— tc±5fc hangiopoietin-1 (Angl) atfc^SrflV^td&ft&ii&fcS: 
MT<D£ 5 fciafcUfco ±15©T7V !M/v*^*-&Jlv N fcAngl»^Me 
Tit 1X10 10 opu (7.5X10 8 pfUfBS) ©Tf^'f/W^^-^fflV^, Se 
V^*--fc£5'&ttlMS (in vitro) *3£tf« (in vivo) ^©LacZit^f* 
A^^TAd^ ^-(Cjt^Jt»^V^^z»A»^^^tLfc©T% 5X10 7 
CIU©SeVAngl*C?jffirtS-^t J: 5 7 y h'frjffi*8t?&&&f**fc, Lewisy v Y1£Wk 
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h'bffiWM^fMtFfeffeTb (Pfeffer, M. A., et al. (1979). Myocard 
ial infarct size and ventricular function in rats. Circ Res. 44: 503-512) 
0#&}C^f£§S[L7to Lewisyyh (8®ffi, *f£, #»)300g) Sri?^^a:- 
TVVgfc A*3 klt^r-P 5 V 70mg/kg, ^ i/ 7 ^ > 6~7mg/kg£II!gft i£ T $M 
, jf^UfCo ^©i, #H#&^* 200~250mL 1 IHi&^A 3ml, «IhJ$C 60~8 
00/min, 0 2 1 1/min, 0. 5~2. 0%<D^#T?KAJ^:MtV\ £«l|f|5 £ 

DMLfCo £®#SjJ»-F?T& (LAD) 5r5fe^t6-0©«« (-7-^ Pi-*) 
MV\ &luTfT^^W^i«$T^Lfc (LAD ligation) 0 JtfrSr^otfft 

SeV^ * -<D^^rtS^f±«T© r £ < Mn bfc, fefuTfT^©^^, £fij 
TftWrnrntrnfeZftZmmm^tt 2 *-Frfc:30G£{-£fflVN5X10 7 CIUOSeVAn 
gl^'L^rt^bfCo NullHi LTf£> SeVAngl(Dftt>t)(-5X10 7 CIUOSeVNullSr 
ftALft, lttt^S¥«0.9%^S^7K^aAUrt o 

<frj$g^4M^TO$<ftlMX&Edelberg£> (Edelberg JM et al. Circulat 
ion 105, 608-613, 2001) (Djjfeia J; t^dRoberts (Djj& . (Roberts CS et al, 
Am. J. Cardiol. 51, 872-876, 1983) \Z.ft\,mfeVtz 0 ^TfrfcWk. 431^^7 
y h^m^bSS^^tHformaldehideS^ parrafin^ffiLfc 0 ^flrTfTftSS 
*!BJfc^iJ©^|ffl|^lCT0tt*|^fc^*f^Sl, Hematoxyline - eosin 
, Massons trichrome^#.{CTSS$|5^^LfCo tyft ^Digital CamerafcTft 
Dii^NIH image^T^TO^y^-^-Sr^^^^ Kfc-CSHtLfc. 

i&fc'C?^(LV)J# (Total left ventricle (LV) area) (mm 2 ), (infarcti 
on area) (mm 2 ), "^fiSiSJ? (septal wall thickness) (mm), SSHI? (infarcti 
on wall thickness) (mm), U(D>b^MM^^Xl>b^mW (epicardial and e 
ndocardial circumference of LV) (mm), ibftftttft J:tW^R«©flKfti (epi 
cardial and endocardial infarction length) (mm) 0 
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K.m.MVJ X (% infarction size) = (infarction area) / UVfig 

(total LV area) x 100 
tfffi&ff (% infarction thickness) = MM(^M)W- (anterior wall (inf 

arction) thickness) / ipMOHW- (septal wall thickness) x 100 
Viable LV area, (total LV myocardial area) - (infarction myocardial 
area) 

#*m^1tto&ft8tm!&<Dftfflfflm&\Z.± V *Tofc 0 LTAnti-CD34M 
oAb (NU-4A1, Nichirei, Tokyo Japan) ^ffl U If ^ Wbanti-Mouse IgG2& 
KfttTtfv^bHRP (DAB paraffin IHC staining module, Ventana Medical Sy 
stem Inc, Tuson, AZ) &fflV^febfc 0 'fr£"t»R| % UMUMSlffiMi, 'bffi&MM: 

SeVAnglKJ; 5'L«^M<^SlM X*3.fctfffi»«:ig 1 3 = 
«^J?:K:&#&l&#fta>ofc<DK*fU SeVAnglg:WT*«Angl^Tx/ ^-T^ 
fc^raifflfi-e kSeVAngl^l^^ V ^ggji ®<m& J: OTSm-e©^^^ 

mwitwitii^fc (iai4) o ^(D£?i l zifcmt)'j>m<ni>'(/i>>xjdm<DSev 

AnglT't) 7 y h <M^g*7^W-ft UAd-<^ £ 11^0^^^^^ ^ttfc 

o 

[HJfef !l 13] 7^ T^Jt JfiL^^^^^I- 5 SeVAngl Z>?&«H: 
Lewises' h (8Mfifc> J§x ftfiMOg) &i*^/l^~^/V@LU3j;tf<7-* $ 
V40 mgAg, ^sJW 4 mg/kg^r±^(D0^ll^g4-{c:-C»LfCo MiiTJS 
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taut. Gmtwtmtftfc&wik'&zbfrttimmm^ wiiw 

, fe^ffil««I^-l^*l-fco ^flfBtiCSeV^*- 5X10 7 CIU£*JItt$2 
srmiz30G$\-*m^ 5X10 7 CIU^S-^bTcio WiL^liv^ £ fr$fg& ^Willfc 
Milfi^Tt tfc 0 Null^tLTte, SeVAngl(D^!5 t5X10 7 CIUOS 

V— If- K^^y-JfiL^^—^^fi^J: 5 ^UT^jiUfCo Laser Doppl 
er system (Moor LDI, Moor Instruments, Devon, United Kingdom) Sr-f^ffi VX 
TKJfD.MJ^^3l^^M2®ffi (sftjfifc 1> 3, 7, 148 0) fcfrtcVMML 
tz a MMm%te^-TMZ&%tyLMfomk, (25 mg/kg) TO^>7^ 

y (2 mg/kg) ££5J&$^-c«#u 37t;<D^TTnO#Pp1MLfcmK:$J£L 

/ >^<i-57 % cftiESiii (*™ <DiL^^-r§jtifcLffi!i (M~rm ( 

/USeV^ * -H (SeVNull) T'48% t M^OSkMU^W^ btltz 0 SeVAngl 

mm8&o&foikmm3%bmn\znfr<otco z<D±im, seVNuii mth&ik 
mmmmmzfi. uBmamn^.(087%^xmwhtz. mis) Q - 
mm^mm (mso iffflmmv&fr h-r-mmm, mmm* t*~* 

m t Jttt LfCo * fc^M&M <7)&e»f|iMSC£^M bfc 0 

7$> (MSC) (Tsuda, H. , T. Wada, et al. (2003) Mo 
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lTher 7(3): 354-65) fcpCLewis? y !J.#KLfc, M&i&WLfc 

^dlfl'*?^ltgSK:i0l0J8FBSaSilIDulbecco's modified Eagle's medium (DMEM) 
fc!7?y5/*Ml»fclI!ttLfc. 18, 20, 22GmffiKm£.M-tZ- 

kfcxv itnmm&im&im tfc, mbtitcwmm^s x 10 7 ^mmmno cm 

Jg^JEO^^X'SlffiU^tt (10%FBS N 100 micro g/ml streptomycin, 0.25 micro 
g/ml amphotericine, 2 mM L-glutamine^PDMEM) (CT 4 0 Fsulf^LfCo 3~40 

7 y hTMiL^x/V^r^JS^ 1 3 b [^#(C«L5X10 6 O7 y hMSC^jtjkf^ 
ME^Kl^dBiEjffirtHlS^Ufc. »fi ; fiWE»i LTangiopoietin-1 (Angl) 31 
firPSr^-f-S-fe^^ ^-f/V^^^^-^ffiVNfCo Laser Doppler£JlV\ 
Wfc»BWiL*(Affi!l/«ffi9)S:a^bfc. riMlL3B&, »flg (medium) $<7}MJ£ft4 

0 MSCS-^lfO3,70 i(D«HOTS|i:^^mfe-f, 14HBt8J»fc*«4jlL«refe 

td«87%}CliibfCo 

y y hMSC^©3t^F-*Ar±»TO £ i < fro fc 8 y y hMSC£2. 5 X lOVwell© 
»^T*24 well platefcMx HB $ 4 ;V (SeVLacZSfcttAxCAZ3 
) ^^^ffofCo SeVLacZ*7t«AxCAZ3i|:2% Fetal bovine serum (FBS) »Dulb 
eco's modified Eagle Medium (DMEM) tfc#Smultiplicity of infect 

ion (moi, SeV-<y y — {CO^Tte CIU/cells x Ad^y * — (Colette pfu/cells 
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)<D#s(frxm KXyy bfrM'M&&M-37°C lit«^Lfc 0 Phosp 
hate Buffered Saline (PBS) &/BVMfci**,. 10%FBS^IPDMEM^T24NF^^LLac 
ZlS^SrtftlWUfc. LacZSttfi/3-gal Reporter Gene Assay Kit (Rosche) £^ 

SHMrBl 6lC^-fo SeVte3 moi^T^fcitiS^^'biSV^^-^— 51 
-&H&mfc*U !M**Mfc#tefc*0»tt*#3«UO moi£Lt -CB^7 

T-C^SeV-<^^-^<i:53t^- : f L ^m^l/100J^T'efcofc 0 100 moiT^SeV^ 
* - x Ad^ * £ 5LacZ»^SAMSC<DX-gal^£<D^ Ad** * -TO 
KiJSttJtlf^^^o feCKSt U SeV-^ *-TOf3U£lOO%©«;RacZ§§ 
<£T*fcofc (017) o 

o mM%&M& (MSC) ttLewisyyh (8wo. M) £ 5 gftgl (Tsuda, H. , T. Wada, 
et al. (2003) Mol Ther 7(3): 354-65) I^V^HBU #fe*lfcMSCtt 
moi 2©£#"C37tU — l*W©SeV/Angl*BfeK:J: 0at£^$AMSC&flaRLfc o it 
-&f-*AA»5»24«pIBWI, 5Xl0 6 O5t^^AMSC^7y h T&fttofVW^S!^ L 

(jtJfiLfi'J«/IE^Il« x 100) T^Lfco AnglSfc^AMSCs©^ 

Mid £ 9 iiioiiiiiiM3 b g a <o ttm\z&'<jm%fo.fi&g&& ^ <h i 
#e>Hfc (Ei8) o 
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(1) immmn 

LacZJt^Sr^t-SSeV^^^*- (SeV-LacZ) itftWf J *?4 W<9 * — 
(AxCAZ3) #^^Mt?HeLa«^l^«$^fc 0 ^-^^b24B# 

v LacZmtt^Sa^tfCo SeV^*-&, MOI 10£1T MOI 0. 3~3) (DjgMOI 

) o 

(2) t hpie^±^^ 

7tV jM/W*^*- (AxCAZ3) ^i^ae^ACTU-CjgJittt^l-t 
h P ^M^P-t^^S^fflfl^t* HSC3 (JCRB Cell Bank: JCRB0623, Rikimaru, K. et al 
. , In Vitro Cell Dev. Biol. , 26: 849-856, 1990) *5£tf 0SC19 (JCRB Cell B 
ank: JCRB0198, Yokoi.T. et al., Tumor Res. , 23: 43-57, 1988; Yokoi, T. et 
al. , Tumor res., 24: 57-77, 1989; Kawahara, E. et al. , Jpn. J. Cancer Res. 
, 84 : 409-418, 1993; Kawahara, E. et al. , Jpn J. Cancer Res, 84: 409-418, 
1993; Kawashiri.S. et al. , Eur. J. Cancer B Oral Oncol., 31B: 216-221, 19 
95) ^l-Sjifc^AM&^Lfco SeV-LacZ*fcfiAxCAZ3^^^M0I-ei 
Bflf^M, FS/^— eu#-*-7y±'( *y hfcJ: !9LacZ?£tt££ 
MhtCo OSC19*5J:lWBC3£tK m^tc±X<Dmi\Z.$d^X, SeV-LacZlCiSite 
^AHAxCAZ3j; «3 &mXtb<o1t (HI2 0) , ^W^MTtV tJ/VXteZTf 
^yf^y >9tfyt tfc7fy (adenovirus with RGD-modified fiber) 

(Dehari H, Ito Y et al. Cancer Gene Therapy 10: 75-85, 2003) IC^UT fcgfc 
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(3) kb^P77-^WWBJa 
y ^-</V^^^-*Jttfctfc 0 UcZ&£^3SeV^*-:i8±tf77V IMA' 

, TfV »>^^^^^-©10OOflgp^±©3S3S*Sr^Ufc (02 1) . ^oTSeV 
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3. TV^^^^-itfc»T^=¥^^>'-l^^--K-r5-<^^ > -^, T 

o 

4. VjtV^tf—ftT'rJ <M/W*'<:?*--e&'5, f|^3^|2«0^lfe 

o 

5. ^v^^-^^RNA^-r/^^^^— ft ^ 3 fcfEgi 

6 . T>*r*tf^y-lttc\ZTy*?*tf^?-y-l&=i~- K-tS^ *-#naked 
DNA (^(DDNA) T-fcS, I»3fc3U (-lEgc^fe, 

7. ry^*#^y-it.tc\ZTi'¥*tf^>-i*^-Fir%^??--i)K ca 
**~£&#1-5X^£^fr;?7& 0 

10. ||*«9^|Bm^«S^^feT*fcoT, Ty=¥^^^-lSr = 
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13. ^9#-<D&*it&hML^<oW<rebz s n#&9MBMn%&. 

»3&g 1 4 K&m<DM^nm 0 

1 6. TV^#^^-lSr=-K1-«W^®RNA^W'^^^-^AS 
1 7. g(l*^14K:|B«OWJI^fflia43±t^^tW^$ti5fiff^tpAjfc 

is. atew**jifcw**iMao«aDfirfe-c*)oT, a^fc&si-sw 

19. fi£WT>^-#^ K1"5, »*3S 1 8 fclBlfe©;^ 
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<211> 


3372 


<212> 


DNA 


<213> 


Homo sapiens 


<220> 




<221> 


CDS 


<222> 


(1).. (3372) 


<223> 




<400> 


1 



atg gac tct. tta gcc age tta gtt etc tgt gga gtc age ttg etc ctt 48 
Met Asp"Se.r Leu Ala Ser Leu Val . Leu Cys Gly Val Ser Leu Leu. Leii 

1 5 , 10 ,15 : ' 

tct. gga. act. -gtg gaa ggt. gcc atg gac ttg ate ttg ate ,aat tec ..eta:, 96 
Ser Gly Thr Val . Glu Gly Ala Met Asp Leu He Leu lie Asn Ser Leu, 

• 20 25 . 30 > 

cct ctt gta. tct 'gat get gaa aca tct etc acc tgc att gcc tct ggg 144 ■'. 
Pro Leu Val. Ser Asp Ala Glu Thr Ser Leu Thr Cys,' He Ala Ser Glf 
35 40. .45 



tgg cgc ccc" cat gag ccc ate acc ata gga agg gac ttt gaa gcc tta. 
Trp Afg Pro His Glu' Pro He Thr He Gly.Arg Asp Phe Giu Ala Leu 



192; 
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50. 55 60 

atg aac cag cac cag gat ccg ctg gaa gt't act caa gat gtg acc aga 240 

Met Asn Gin His Gin Asp Pro Leu Glu Val Thr Gin Asp Val Thr Arg 
65 70 75 80 

gaa tgg get aaa aaa gtt gtt tgg aag aga gaa aag get agt aag ate 288 

Glu. Trp Ala- Lys Lys Val Val Trp Lys Arg Glu Lys Ala Ser Lys He 
85 90 95 



.aat ggt get tat ttc tgt gaa ggg cga gtt cga gga gag gca ate agg 336 
Asn Gly Ala. Tyr Phe Cys Glu Gly Arg Val Arg Gly Glu Ala He Arg. 
100 105' 110 

ata cga acc atg aag atg cgt caa caa get. tec ttc eta cca get act 384 
lie Arg Thr Met Lys Met Arg Gin Gin Ala Ser Phe Leu Pro Ala Thr 
115 120 125 

tta act atg act gtg gac aag gga gat aac gtg aac ata tct ttc aaa 432 
Leu Thr Met Thr Val Asp Lys Gly Asp Asn Val Asn lie Ser Phe Lys 
130. 135 140 

aag gta ttg att aaa gaa gaa gat gca gtg att tac aaa aat ggt tec 480 
Lys Val Leu lie. Lys Glu Glu Asp Ala Val He Tyr Lys Asn Gly Ser 
.145 150 155 160 

ttc ate cat tea gtg ccc egg cat gaa gta cct gat att eta gaa gta 528 
Phe. He His Ser Val Pro Arg His Glu Val Pro Asp He Leu Glu Val 
165 170 175 

cac ctg cct cat get cag ccc cag gat get gga gtg tac teg gee agg 576 
His Leu Pro His Ala Gin Pro Gin Asp Ala Gly Val Tyr Ser Ala Arg 
180 185 190 

tat ata gga gga aac etc ttc acc teg gec ttc acc agg ctg ata gtc 524 -- 
Tyr He Gly Gly Asn Leu Phe Thr Ser Ala Phe Thr Arg Leu He Val 
195 200 205 

egg aga tgt gaa gec cag aag tgg gga cct gaa tgc aac cat etc tgt 672 
Arg Arg Cys Glu Ala Gin Lys Trp Gly Pro Glu Cys Asn His Leu Cys 
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210 215 220 

act get tgt atg aac aat ggt gtc tgc cat gaa gat act gga gaa tgc .'. 720 
Thr Ala Cys Met Asn Asn Gly Val Cys His Glu Asp Thr Gly Glu Cys 
225 230 235 240 v 

att tgc cct cct ggg ttt atg gga agg acg tgt gag aag get tgt gaa 768 
He Cys Pro Pro Gly Phe Met Gly Arg Thr Cys Glu Lys Ala Cys Glu " 
245 250 255 

ctg cac acg ttt ggc aga act tgt aaa gaa agg tgc agt gga caa gag'.'' .•• 816 
Leu His Thr Phe Gly Arg Thr Cys Lys Glu Arg Cys Ser Gly Gin. Glu 
260 265 270 

gga tgc' aag tct tat gtg ttc tgt etc cct gac ccc tat ggg tgt tec 864 
Gly Cys Lys Ser Tyr Val Phe Cys Leu Pro Asp Pro Tyr Gly Cys Ser 
275 280 285 

tgt gec aca ggc tgg aag ggt ctg cag tgc aat gaa gca tgc cac cct 912 
Cys Ala Thr Gly Trp Lys Gly Leu Gin Cys Asn Glu Ala Cys His Pro 
290 295 300 

ggt ttt tac ggg cca gat tgt aag ctt agg tgc age tgc aac aat ggg 960 
Gly Phe Tyr Gly Pro Asp Cys Lys Leu Arg Cys Ser Cys Asn Asn Gly 
305 310 315' .320 

gag atg tgt gat cgc ttc caa gga tgt etc tgc tct cca gga tgg cag 1008 
Glu Met Cys Asp Arg Phe Gin Gly Cys Leu Cys Ser Pro Gly Trp. Gin 
. 325 330 335 

ggg etc cag tgt gag aga gaa ggc ata ccg agg atg acc cca aag ata 1056 
Gly Leu Gin Cys Glu Arg Glu Gly He Pro Arg Met Thr Pro Lys He 
340 345 350 

gtg gat ttgeca gat cat ata gaa gta aac agt ggt aaa ttt aat ccc 1104 
Val Asp Leu Pro Asp His lie Glu Val Asn Ser. Gly Lys Phe Asn Pro 
355 360 365 



att tgc aaa get tct ggc tgg ccg eta cct act aat gaa gaa atg acc 
lie Cys Lys Ala Ser Gly Trp Pro Leu Pro Thr Asn Glu Glu Met Thr 



1152 
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370 375 380 

ctg gtg aag ccg gat ggg aca gtg etc cat cca aaa gac ttt aac cat 1200 
Leu Val Lys Pro Asp Gly Thr Val Leu His Pro Lys Asp Phe Asn His 
385 390 395 400 

acg gat cat ttc tea gta gee ata ttc acc ate cac egg ate etc ccc 1248 
Thr. Asp His Phe Ser Val Ala lie Phe Thr He His Arg lie Leu Pro 
405 410 415 

cct gac tea gga gtt tgg gtc tgc agt gtg aac aca gtg get ggg atg 1296 
Pro Asp Ser Gly Val Trp Val Cys Ser Val Asn Thr Val Ala Gly Met 
420 425' 430 

gtg gaa aag ccc ttc aac att tct gtt aaa gtt ctt cca aag ccc ctg 1344 
Val Glu Lys Pro Phe Asn He Ser Val Lys Val Leu Pro Lys Pro Leu 
435. 440 445 

aat gee. cca aac gtg att gac act gga cat aac ttt get gtc ate aac 1392 
Asn Ala Pro. Asn Val He Asp Thr Gly His Asn Phe Ala Val He Asn 
450 455 460 

ate age tct gag cct tac ttt ggg gat gga cca ate aaa tec aag aag 1440 
He Ser Ser Giu Pro Tyr Phe Gly Asp. Gly Pro lie Lys Ser Lys Lys 
465 . 470 ' 475 480 

ctt eta tac aaa ccc. gtt aat cac tat gag get tgg caa cat att caa 1488 
Leu Leu Tyr Lys Pro Val Asn His Tyr Glu Ala Trp Gin His He Gin 
485 490 495 

gtg aca aat gag att gtt aca etc aac tat ttg gaa cct egg aca gaa 1536 
\Val Thr Asn Glu He Val Thr Leu Asn Tyr Leu Glu Pro Arg Thr. Glu 
500 505 510 

tat gaa. etc tgt gtg caa ctg gtc cgt cgt gga gag ggt ggg gaa ggg .1584 
Tyr. Glu Leu Cys Val Gin Leu Val Arg Arg Gly Glu Gly Gly Glu Gly 
.515 . 520 525 

cat cct gga cct gtg aga cgc ttc aca aca get tct ate gga etc cct .1632 
His Pro Gly pro Val Arg Arg Phe Thr Thr Ala Ser lie. Gly Leu Pro V 
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530 535 540 

cct cca aga ggt eta aat etc ctg cct aaa agt cag acc act eta aat 1680. 
Pro Pro Arg Gly Leu Asn Leu Leu Pro Lys Ser Gin Thr Thr Leu Asn 
545 550 555 560;' 

ttg acc tgg caa cca ata ttt cca age teg gaa gat gac ttt tat gtt 1728 
Leu Thr Trp Gin Pro He Phe Pro Ser Ser Glu Asp Asp Phe Tyr Val 
565 570 575 

gaa gtg gag aga agg tct gtg caa aaa agt gat cag cag aat att aaa 1776 
Glu Val Glu Arg Arg Ser Val Gin Lys Ser Asp Gin Gin Asn lie. Lys 
580 585 590 

gtt cca ggc aac ttg act teg gtg eta ctt aac aac tta cat ccc agg . 1824 
Val Pro Gly Asn Leu Thr Ser Val Leu Leu Asn Asn Leu His Pro Arg 
595 600 605 

gag cag tac gtg gtc cga get aga gtc aac acc aag gec cag ggg gaa 1872 
Glu Gin Tyr Val Val Arg Ala Arg Val Asn Thr Lys Ala Gin Gly Glu 
610 615 620 

tgg agt gaa gat etc act get tgg acc ctt agt gac att ctt cct. cct 1920 
Trp Ser Glu Asp Leu Thr Ala Trp Thr Leu Ser Asp He Leu Pro Pro 
625 630 635 ,640 

caa cca gaa aac ate aag att tec aac att aca cac tec teg get gtg 1968 
Gin Pro Glu Asn He Lys lie Ser Asn He Thr His Ser Ser Ala Val 
645 650 655 

att tct tgg. aca ata ttg gat ggc tat tct att tct tct att act ate ,"• 2016 
lie Ser. Trp" Thr He Leu Asp Gly Tyr Ser He Ser Ser Tie Thr lie *: 
. .660 665 £70 ' 

cgt tac aag gtt caa ggc aag aat gaa gac cag- cac gtt gat gtg aag 2064 
Arg Tyr Lys Val Gin Gly Lys Asn GlU .Asp; Gin His Val Asp Val Lys. 
675 680 ■ 685 

ata aag aat gee acc ate att cag tat cag etc aag ggc eta gag cct 2112 
He Lys Asn Ala Thr He He Gin Tyr Gin Leu Lys Gly Leu. Glii Pro 
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690 695 700 

gaa aca gca tac cag gtg gac att ttt gca gag aac aac ata ggg tea... '2160 
Glu Thr Ala Tyr Gin Val Asp lie Phe Ala Glu Asn Asn lie Gly Ser • 
705 710 715 720. 

age aac cca gec ttt tct cat gaa ctg gtg acc etc cca gaa tct caa 2208 
Ser Asn Pro Ala Phe Ser His Glu Leu Val Thr Leu Pro Glu Set Gin .. 

725 730 735 

gca cca gcg gac etc gga ggg ggg aag atg ctg ctt ata gec ate ctt . 2256 
Ala Pro Ala Asp Leu Gly Gly Gly Lys Met Leu Leu He Ala lie Leu 
740 .745 750 

ggc tct get gga atg acc tgc ctg act gtg ctg ttg gec ttt. ctg ate 2304 
Gly Ser Ala Gly. Met Thr Cys Leu Thr Val Leu Leu Ala Phe Leu lie 
755 760 765 

ata ttg caa ttg aag agg gca aat gtg caa agg aga atg gec caa gee 2352 
He Leu Gin Leu Lys Arg Ala Asn Val Gin Arg Arg Met Ala Gin Ala , 
770 775 780 

ttc caa aiac gtg agg gaa gaa cca get gtg cag ttc aac tea ggg s act 2400 
Phe Gin Asn Val Arg Glu Glu Pro Ala Val Gin Phe Asn Ser Gly Thr 
785 790 795 .800 

ctg gee eta aac agg aag gtc aaa aac aac cca gat cct aca att tat 2448 
Leu Ala Leu Ash Arg Lys Val Lys Asn Asn Pro Asp Pro Thr He Tyr 
805 810 815 

cca gtg ctt gac tgg aat gac ate aaa ttt caa gat gtg att ggg gag 2496. 
Pro Val Leu Asp Trp Asn Asp lie Lys Phe Gin Asp Val Ha Gly Glu 
820 825 830 

ggc aat t-tt-ggc caa- gtt-e-tt-aag-gcg-cgc-atc aag aag gat ggg tta 2544 
Gly Asn Phe Gly Gin Val Leu Lys Ala Arg He Lys Lys Asp Gly Leu 
835 840 845 



egg atg gat get gee ate aaa aga atg aaa gaa tat gec 
Arg Met Asp Ala Ala .lie Lys Arg Met Lys Glu Tyr Ala 



tec aaa gat 
Ser Lys Asp 
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850 



855 



860 



gat cac agg gac ttt gca gga gaa ctg gaa gtt ctt tgt aaa ctt gga 
Asp His Arg Asp Phe Ala Gly Glu Leu Glu Val Leu Cys Lys Leu Gly 
865 870 . 875 880 



2640 



cac cat cca aac ate ate aat etc tta gga gca tgt gaa cat cga ggc 
His. His Pro Asn He lie Asn Leu Leu Gly Ala Cys Glu His Arg Gly 
885 890 895 



2688 



tac ttg tac ctg gec att gag tac gcg ccc cat gga aac ctt ctg gac 
Tyr Leu Tyr Leu Ala lie Glu Tyr Ala Pro His Gly Asn Leu Leu Asp 
900 905 910 



2736 



ttc ctt cgc aag age cgt gtg ctg gag acg gac cca gca ttt gec att 
Phe Leu Arg Lys Ser Arg Val Leu Glu Thr Asp Pro Ala Phe Ala He 
915 920 925 



2784 



gec aat age ace gcg tec aca ctg tec tec cag cag etc ctt cac ttc 
Ala Asn Ser Thr Ala Ser Thr Leu Ser Ser Gin Gin Leu Leu His Phe 
930 935 940 



2832 



get gec gac gtg gee egg ggc atg gac tac ttg age caa aaa cag ttt 
Ala Ala Asp Val Ala Arg Gly Met Asp Tyr Leu Ser Gin Lys Gin Phe 
945 950 955 960 



2880 



ate cac. agg gat ctg get gec aga aac att tta gtt ggt gaa aac tat 
He His Arg Asp Leu Ala Ala Arg Asn He Leu Val Gly Glu Asn Tyr 
965 970 975 



2928 



gtg gca aaa ata gca gat ttt gga ttg tec cga ggt caa gag gtg tac 
Val Ala Lys He Ala Asp Phe Gly Leu Ser Arg Gly Gin Glu Val Tyr 
980 985 990 



2976 



gtg aaa aag aca atg gga agg etc cca gtg cgc tgg atg gee ate gag - 3024 
Val Lys Lys Thr Met Gly Arg Leu Pro Val Arg Trp Met Ala He Glu 
995 1000 1005 



tea ctg aat tac agt gtg tac aca ace aac agt gat gta .tgg tec 3069 
Ser Leu Asn Tyr Ser Val Tyr Thr Thr Asn Ser Asp Val Trp Ser 
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1010 



1015 



1020 



tat ggt gtg tta eta tgg gag att gtt age tta gga ggc aca ccc 
Tyr Gly Val Leu Leu Trp Glu He Val Ser Leu Gly Gly Thr Pro 
1025 1030 1035 



3114 



tac tgc ggg atg act tgt gca gaa etc tac gag aag ctg ccc cag 
; Tyr Cys Gly Met Thr Cys Ala Glu Leu Tyr Glu Lys Leu Pro Gin 
1040 1045 1050 



3159 



ggc tac aga ctg gag aag ccc ctg aac tgt gat gat gag gtg tat 3204 
Gly Tyr Arg Leu Glu Lys Pro Leu Asn Cys Asp Asp Glu Val. Tyr; 
1055 1060 1065 

gat eta atg aga caa tgc tgg egg gag aag pet tat gag agg cca 3249 
Asp Leu Met Arg Gin Cys Trp Arg Glu Lys Pro Tyr Glu Arg Pro 
. 1070 1075 1080 

tea ttt gee cag ata ttg gtg tec tta aac aga atg tta gag gag 3294 
Ser Phe Ala Gin He Leu Val Ser Leu Asn Arg Met Leu Glu Glu 
1085 1090 1095 

cga aag acc tac gtg aat ace acg ctt tat gag aag ttt act tat 3339 
Arg Lys Thr Tyr Val Asn Thr Thr Leu Tyr Glu Lys Phe Thr Tyr 
1100 1105 HIO 



gca gga att gac tgt tct get gaa gaa gcg gee 
Ala Gly He Asp Cys Ser Ala Glu Glu Ala Ala 
1115 1120 



3372 



<210> 2 
<211> 1124 
<212> PRT 

<213> Homo" sapiens " 
<400> 2 

Met Asp Ser Leu Ala Ser Leu Val Leu Cys Gly Val Ser Leu Leu Leu 
15 10 15 
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Ser Gly Thr Val'Glu Gly Ala Met Asp Leu lie Leu He Asn Ser Leu 
20 25 30 . 

Pro Leu Val Ser Asp Ala Glu Thr Ser Leu Thr Cys He Ala Ser Gly 
35 40 45 

Trp Arg. Pro His Glu Pro He Thr He Gly Arg Asp Phe Glu Ala Leu 
.50 55 60 

Met Asn. Gin His Gin Asp Pro Leu Glu Val Thr Gin Asp Val Thr Arg 
65 70 75 80 

.Glu Trp Ala Lys Lys Val Val Trp Lys Arg Glu Lys Ala Ser Lys He 

.'. • 85 . 90 95 

Asn Gly Ala Tyr Phe Cys Glu Gly Arg Val Arg Gly Glu Ala He Arg 
.100 105 ,. 110 

He Arg Thr Met Lys Met Arg Gin Gin Ala Ser Phe Leu Pro Ala Thr 

• •H5 120 • .125 

Leu:Thr/Met Thr Val Asp Lys .Gly AspvAsn Jal Asn .lie Ser Phe Lys 
:'\13.0%' 135, 140. 

ty^V^L Leu Tie; Lys Glii. Glu Asp'Ala ^Mfl^i^Xys: Asn. Gly Ser: 

150 '; """ " "' ';;i55r '"'*• '*'' " ' ym /'; 

,^ne f ide>Hi.s :ber ; V ';: 
•165- Mfc; "' ' 175 

His, Leu Prpv.Hi's Ala Gin Pro Gin Asp; Ala Gly Val Tyr Ser Ala Arg 
180f 185: 190 V 

Ty^.:Ile:iiiy;:(iiy;Asn Leu.Fhe Thr Ser Ala{Phe TKr .Arg Leui He Val 
195' 200/ '205 

.Arg VArg Cys Glu Ala Gin Lys Trp Gly Pro Glu, Cys Asn His Leu Cys 
;•;/;.; 210' V.:",- v .'.. 215 ' v ; '\", 220- \. 

Thr •'Ala Cys Met Ash Asn Gly Val. Cys His Glu Asp thr Gly Glu Cys 
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225 



230 



235 



240 



He Cys Pro Pro Gly Phe Met Gly Arg Thr Cys Glu Lys Ala Cys Glu- 
245 250 255 

Leu His Thr Phe Gly Arg Thr Cys Lys Glu Arg Cys Ser Gly Gin Glu 
260 265 270 

Gly Cys Lys Ser Tyr Val Phe Cys Leu Pro Asp Pro Tyr Gly Cys Ser 
275 280 285 

Cys Ala Thr Gly Trp Lys Gly Leu Gin Cys Asn Glu Ala Cys His. Pro 
290 295 300 

Gly Phe Tyr Gly Pro Asp Cys Lys Leu Arg Cys Ser Cys Asn Asn Gly . 
305 310 315 320 

Glu Met Cys Asp Arg Phe Gin Gly Cys Leu Cys Ser Pro Gly Trp Gin 
325 330 335 . 

Gly Leu Gin Cys Glu Arg Glu Gly lie Pro Arg Met Thr Pro Lys lie 
340 345 350 

Val Asp Leu Pro Asp His He Glu Val Asn Ser Gly Lys Phe Asn Pro 
355 360 365 

He Cys Lys Ala Ser Gly Trp Pro Leu Pro Thr Asn Glu Glu Met Thr 
370 375 380 

Leu Val Lys Pro Asp Gly Thr Val Leu His Pro Lys Asp Phe Asn His 
385 390 395 400 

Thr Asp His Phe Ser Val Ala He Phe Thr He His Arg He Leu Pro 
405 410 415 

Pro Asp Ser Gly Val Trp Val Cys Ser Val Asn Thr Val Ala Gly Met 
420 425 430 



Val Glu Lys Pro Phe Asn He Ser Val Lys Val Leu Pro Lys Pro Leu 
435 440 445 
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Asn Ala Pro Asn Val lie Asp Thr Gly His Asn Phe Ala Val He Asn 
450 455 460 

lie Ser Ser Glu Pro Tyr Phe Gly Asp Gly Pro He Lys Ser Lys Lys 
465 . 470 475 480 

Leu -Leu' Tyr Lys Pro Val Asn His Tyr Glu Ala Trp Gin His He Gin 
. 485 490 495 

Val Thr Asn Glu He Val Thr Leu Asn Tyr leu Glu Pro Arg Thr Glu 
500 505 510 

tyr Glu Leu Cys Val Gin. Leu Val Arg Arg Gly Glu Gly Gly Glu Gly 
515 • 520 525 

His Pro Gly. Pro Val Arg . Arg Phe Thr Thr Ala Ser He Gly Leu Pro 
530 -535 540 

Pro Pro Arg Gly Leu Asn Leu Leu Pro Lys Ser Gin Thr Thr Leu Asn 

545 .. 550 v 555 560 

Leu Thr. Trp Gin Pro He Phe Pro Ser Ser Glu Asp Asp Phe Tyr Val 
565 . 570 575 

Glu Val Glu Arg Arg Ser Val Gin Lys Ser Asp Gin Gin Asn lie Lys 
580. 585 . 590 

Val Pro Gly Ash Leu Thr Ser Val Leu Leu . Asn Asn Leu. His. Pro Arg 
W5.95. 600 605 

jG|fl'!3in : Tyr' Val Val Arg Ala Arg Val Asn.:thr;Lys : Ala Gin .^ly Glu 
610 615 . 620 . 



Trp Ser Glu Asp Leu Thr Ala Trp Thr Leu Ser Asp . lie Leu Pro. Pro 
625. / •. . : . 630 . ■'.. 635'', • • 640 

Gin Pro Glu Asn He Lys He Ser Asn lie Thr His Ser .Ser Ala Val 
645 650 655 
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He Ser Trp Thr He Leu Asp Gly Tyr Ser lie Ser Ser He Thr He 
660 665 670 

Arg Tyr Lys Val Gin Gly Lys Asn Glu Asp Gin His Val Asp Val Lys 
•675 680 685 

He Lys Asn Ala Thr He He Gin Tyr Gin Leu Lys Gly Leu Glu Pro 
690 695 700 

Glu Thr Ala Tyr Gin Val Asp He Phe Ala Glu Asn Asn He Gly Ser 
705 710 715 720 

Ser Asn Pro Ala Phe Ser His Glu Leu Val Thr Leu Pro Glu Ser Gin 
725 730 735 

Ala Pro Ala Asp Leu Gly Gly Gly Lys Met Leu Leu He Ala lie Leu 
740 745 750 

Gly Ser Ala Gly Met Thr Cys Leu Thr Val Leu Leu Ala Phe Leu. He 
755 760 765 . . 

He Leu Gin Leu Lys Arg Ala Asn Val Gin Arg Arg Met Ala Gin Ala 
770 775 780 

Phe Gin Asn Val Arg Glu Glu Pro Ala Val Gin Phe Asn Ser Gly. Thr 
785 790 795 800 

Leu Ala Leu Asn Arg Lys Val Lys Asn Asn Pro Asp Pro Thr He. Tyr 
805 810 815 

Pro Val Leu Asp Trp Asn Asp He Lys Phe Gin Asp Val lie Gly Glu 
820 825 830 

Gly Asn Phe Gly Gin Val Leu Lys Ala Arg He Lys Lys Asp Gly Leu 
835 840 -845 



Arg Met Asp Ala Ala He Lys Arg Met Lys Glu Tyr Ala Ser Lys Asp 
850 855 860 



Asp His Arg Asp Phe Ala Gly Glu Leu Glu Val Leu Cys Lys Leu Gly 
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865 870 875 880 

His His Pro Asn lie He Asn Leu Leu Gly Ala Cys Glu His Arg Gly 
885 890 895 

Tyr Leu Tyr Leu Ala lie Glu Tyr Ala Pro His Gly Asn Leu Leu Asp 
900 905 910 

Phe Leu Arg Lys Ser Arg Val Leu Glu Thr Asp Pro Ala Phe Ala He 
915 920 .925 

Aia Ash Ser Thr Ala Ser Thr Leu Ser Ser Gin Gin Leu Leu His Phe 
930. 935 940 

Ala Ala Asp Val Ala Arg Gly Met Asp Tyr Leu Ser Gin Lys Gin Phe 
945 : • 950 955 960 

He His Arg Asp Leu Ala Ala Arg Asn lie Leu Val Gly Glu Asn Tyr 
965 '970 975 

Val Ala Lys. He Ala Asp Phe Gly Leu Ser Arg Gly Gin Glu Val Tyr 
980 985 990 

Val Lys Lys Thr Met Gly Arg Leu Pro Val Arg Trp Met Ala He Glu 
995 1000 .1005 

Ser Leu Asn Tyr Ser Val Tyr Thr Thr Asn Ser Asp Val Trp Ser 
1010 1015 1020 

• Tyr Gly Val Leu Leu trp Glu lie Val Ser Leu Gly Gly Thr Pro, 
1025 1030 1035 

Tyr Cys Gly Met Thr Cys Ala Glu Leu Tyr Glu Lys Leu' Pro Gin 
i040 104.5 1050 

Gly Tyr Arg Leu Glu Lys Pro Leu Asn Cys Asp Asp Glu Val Tyr 
1055 1060 1065 

Asp Leu Met Arg Gin Cys Trp Arg Glu Lys Pro Tyr Glu Arg Pro 
1070 1075 1080 
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Ser Phe Ala Gin He Leu Val Ser Leu Asn Arg Met Leu Glu Glu 
1085 1090 1095 

Arg Lys Thr Tyr Val Asn Thr Thr Leu Tyr Glu Lys Phe Thr Tyr 
1100 1105 1110 

Ala Gly He Asp Cys Ser Ala Glu Glu Ala Ala . 
1115 1120 



<210> 3 

<211> 1494 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (D..U494) 

<223> 

<400> 3 

atg aca gtt ttc ctt tec ttt get ttc etc get gec att ctg act cac ." 48 
Met Thr Val Phe Leu Ser Phe Ala Phe Leu Ala Ala He Leu Thr His 
1 5 10 15 

ata ggg tgc age aat cag cgc cga agt cca gaa aac agt ggg aga aga 96 
He Gly Cys Ser Asn Gin Arg Arg Ser Pro Glu Asn Ser Gly Arg Arg 
20 25 30 

tat aac egg att caa cat ggg caa tgt gee tac act ttc att ctt cca 144 
Tyr Asn Arg He Gin His Gly Gin Cys Ala Tyr Thr Phe He Leu Pro 
35 40 45 

gaa cac gat ggc aac tgt cgt gag agt acg aca gac cag tac aac aca 192 
Glu His Asp Gly Asn Cys Arg Glu Ser Thr Thr Asp Gin Tyr Asn Thr 
50 55 60 



aac get ctg cag aga gat get cca cac gtg gaa ccg gat ttc tct tec 
Asn Ala Leu Gin Arg Asp Ala Pro His Val Glu Pro Asp Phe Ser Ser 



240 
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65 70 75 . 80 

cag aaa ctt caa cat ctg gaa cat gtg atg gaa aat tat act cag tgg 288 
Gin Lys Leu Gin His Leu Glu His Val Met Glu Asn Tyr Thr Gin Trp ■ 
85 90 , 95 

ctg caa aaa ctt gag aat tac att gtg gaa aac atg aag teg gag atg 336 
Leu Gin Lys. Leu Glu Asn Tyr He Val Glu Asn Met Lys Ser Glu Met 
100 105 110 

gec cag ata cag cag aat gca gtt cag aac cac acg get acc atg ctg 384 
Ala Gin He Gin Gin Asn Ala Val Gift Asn His Thr Ala Thr Met Leu 
115 120 125 

gag ata gga acc age etc etc tct cag act gca gag cag acc aga aag 432 
Gib lie Gly Thr Ser Leu Leu Ser Gin Thr Ala Glu Gin Thr Arg Lys 
130 135 140 

ctg. aca gat gtt gag acc cag gta eta aat caa act tct cga ctt gag 480 
Leu Thr Asp Val Glu Thr Gin Val Leu Asn Gin Thr Ser Arg Leu Glu 
145 150 155 160 

ata cag ctg ctg gag aat tea tta tec acc tac aag eta gag aag caa 528 
He Gin Leu Leu Glu Asn Ser Leu Ser Thr Tyr Lys Leu Glu Lys Gin 
165 170 175 

ctt ctt caa cag aca aat gaa ate ttg aag ate cat gaa aaa aac agt 576 
Leu Leu Gin Gin Thr Asn Glu He Leu Lys He His Glu Lys Asn Ser 
•180 185 190 

tta tta gaa cat aaa ate tta gaa atg gaa gga aaa cac aag gaa gag 624 
Leu Leu Glu His Lys He Leu Glu Met Glu Gly Lys His Lys Glu Glu 
195 200 205 

ttg gac acc tta aag gaa gag aaa gag aac ctt caa ggc ttg gtt act 672 
Leu Asp Thr Leu Lys Glu Glu Lys Glu Asn Leu Gin Gly Leu Val Thr 
210 215 220 

cgt caa aca tat ata ate cag gag ctg gaa aag caa tta aac aga get 720 
Arg Gin Thr Tyr He lie Gin Glu Leu Glu Lys Gin Leu Asn Arg Ala 
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225 230 235 240 

acc acc aac aac agt .gtc ctt cag aag cag caa ctg gag ctg atg gac 768 
Thr Thr Asn Asn Ser Val Leu Gin Lys Gin Gin Leu Glu Leu Met .Asp 
245 250 ■• 255 

aca gtc cac aac ctt gtc aat ctt tgc act aaa gaa ggt gtt tta eta 816 
Thr Val His Asn Leu Val Asn Leu Cys Thr Lys Glu Gly Val Leu. Leu 
260 265 270 

aag gga gga aaa aga gag gaa gag aaa cca ttt aga gac tgt gca gat. . 864 
Lys Gly Gly Lys Arg Glu Glu Glu Lys Pro Phe Arg Asp Cys Ala Asp • 
275 280 285 

gta tat caa get ggt ttt aat aaa agt gga ate tac act att tat att ; /. 912 
Val Tyr Gin Ala Gly Phe Asn Lys Ser Gly He Tyr Thr He Tyr lie 
290 295 300 

aat aat atg cca gaa ccc aaa aag gtg ttt tgc aat atg gat gtc aat 960 
Asn Asn Met Pro Glu Pro Lys Lys Val Phe Cys Asn Met Asp Val Ash 
305 310 315 320 

ggg gga ggt tgg act gta ata caa cat cgt gaa gat gga agt eta gat 1008. 
Gly Gly Gly Trp Thr Val He Gin His Arg Glu Asp Gly Ser Leu Asp 
325 330 335. 

ttc caa aga ggc tgg; aag gaa tat aaa atg ggt ttt gga aat ccc tec 1056 
Phe Gin Arg Gly Trp Lys Glu Tyr Lys Met Gly Phe Gly Asn Pro Ser 
340 345 350. 

ggt gaa. tat tgg ctg ggg aat gag ttt att ttt gec att acc agt cag 1104. 
Gly Glu tyr Trp Leu Gly Asn Glu Phe lie Phe Ala He Thr Ser Gin 
355 360. 365 . 

agg cag tac: atg . -eta aga att gag tta . atg gac tgg gaa ggg aac cga .1:1152- 
Arg Gin Tyr Met Leu Arg lie Glu Leu. Met Asp Trp Glu Gly Asn Afg 
370' 375 380 . 



gee tat tea cag tat gac aga ttc cac ata gga aat gaa aag caa aac . ,1200 
Ala Tyr Ser' Gin Tyr Asp Arg Phe His He Gly Asn- Glu Lys Gin Asn V. 



WO 2004/074494 



17/22 



PCT/JP2004/000957 



385 390 395 400 

tat agg ttg tat tta aaa ggt cac act ggg aca gca.gga aaa cag age 1248 
Tyr Arg Leu Tyr Leu Lys Gly His Thr Gly Thr Ala Gly Lys Gin Ser 
405 410 415 

age ctg ate tta cac ggt get gat ttc age act aaa gat get gat 'aat ' 1296 
Ser Leu lie Leu His Gly Ala Asp Phe Ser Thr Lys Asp Ala Asp Asn 
• 420 425 430 

gac aac tgt atg tgc aaa tgt gee etc atg tta aca gga gga tgg tgg 1344 
Asp Asn Cys Met Cys Lys Cys Ala Leu Met Leu Thr Gly Gly Trp Trp 
435 440 445 

ttt gat get tgt ggc ccc tec aat eta aat gga atg ttc tat act gcg 1392 
Phe Asp Ala Cys Gly Pro Ser Asn Leu Asn Gly Met Phe Tyr Thr Ala . 
.450 455 460 

gga caa aac cat gga aaa ctg aat gggata aag tgg cac tac ttc aaa 1440 
Gly Gin Ash His Gly Lys Leu Asn Gly lie Lys Trp His Tyr Phe Lys 
465 • 470 . 475 480 

ggg ccc agt tac tec tta cgt tec aca act atg atg att cga cct tta 1488 
Gly Pro Ser Tyr Ser Leu Arg Ser Thr Thr Met Met He Arg Pro Leu 
485 490 495 

gat ttt 1494 
Asp Phe 



<210> 4 

<211> 498 

<212> PRT 

<213> Homo "sapiens 

<400> 4 

Met Thr Val Phe Leu Ser Phe Ala Phe Leu Ala Ala He Leu Thr His 
1 5 10 15 
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lie Gly Cys Ser Asn Gin Arg Arg Ser Pro Glu Asn Ser_Gly, Arg Arg 
20 25 30 

Tyr Asn Arg He Gin His Gly Gin Cys Ala Tyr Thr Phe He Leu Pro 
35 40 45 

Glu His Asp Gly Asn Cys Arg Glu Ser Thr Thr Asp Gin Tyr Asn Thr 
50 55 • 60 

Asn Ala Leu Gin Arg Asp Ala Pro His Val Glu Pro Asp Phe Ser Ser. 
65 70 75 ' 80 

Gin Lys Leu Gin His Leu Glu His Val Met Glu Asn Tyr Thr Gin Trp 
85 90 95 

Leu Gin Lys Leu Glu Asn Tyr lie Val Glu Asn Met Lys Ser Glu Met 
100 105 HO 

Ala Gin He Gin Gin Asn Ala Val Gin. Asn His Thr Ala Thr Met Leu 
115 120 125 

. Glu He Gly . Thr Ser Leu Leu Ser Gin Thr Ala Glu Gin Thr Arg Lys 
130 135 140 

Leu Thr Asp Val Glu Thr Gin Val Leu Asn Gin Thr Ser Arg Leu Glu 
145 150 155 160 

lie Gin Leu Leu Glu Asn Ser Leu Ser Thr Tyr Lys Leu Glu Lys. Gin 
165 170 175 

Leu Leu Gin Gin Thr Asn Glu He Leu Lys He His Glu Lys Asn Ser 
180 185 190 

Leu Leu Glu His Lys He Leu Glu Met Glu Gly Lys His Lys Glu Glu 
195 200 205 

Leu Asp Thr Leu Lys Glu Glu Lys Glu Asn Leu Gin Gly Leu Val Thr 
210 215 220 



Arg Gin Thr Tyr He He Gin Glu Leu Glu Lys Gin Leu Asn Arg Ala 
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225 



230 



235. 



240 



Thr Thr Asn Asn Ser Val Leu Gin Lys Gin Gin Leu Glu Leu Met Asp 
245 250 255 

Thr Val His Asn Leu Val Asn Leu Cys Thr Lys Glu Gly Val Leu Leu 
260 265 270 

Lys Gly Gly Lys Arg Glu Glu Glu Lys Pro Phe Arg Asp Cys Ala Asp 
275 280 285 

Val Tyr Gin Ala Gly Phe Asn Lys Ser Gly lie Tyr Thr lie Tyr He 
290 295 300 

Asn Asn Met Pro Glu Pro Lys Lys Val Phe Cys Asn Met Asp Val Asn 
305 . 310 315 320 

Gly Gly Giy Trp Thr Val lie Gin His Arg Glu Asp Gly Ser. Leu Asp 
325 330 335 

Phe Gin Arg Gly Trp Lys Glu Tyr Lys Met Gly Phe Gly Asn Pro Ser 
340 . 345 350 

Gly Glu Tyr Trp Leu Gly Asn Glu Phe lie Phe Ala He Thr Ser Gin 
355 360 365 

Arg Gin Tyr Met Leu Arg He Glu Leu Met Asp Trp Glu Gly Asn Arg 
370 375 • 380 

Ala Tyr Ser Gin Tyr Asp Arg Phe His He Gly Asn Glu Lys Gin Asn 
385 390 395 400 

Tyr Arg Leu Tyr Leu Lys Gly His Thr Gly Thr Ala Gly Lys Gin Ser 
.405 410 415 



Ser Leu He Leu His Gly Ala Asp Phe Ser Thr Lys Asp Ala Asp Asn 
- 420 425 430 



Asp Asn Cys Met Cys Lys Cys Ala Leu Met Leu Thr Gly Gly Trp Trp 
435 440 445 
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Phe Asp Ala Cys Gly. Pro Ser Asn Leu Asn Gly Met.Phe Tyr Thr Ala 
450 455 460 

Gly Gin Asn His Gly Lys Leu Asn Gly He Lys Trp His Tyr Phe Lys 
465 470 475 ' 480 

Gly Pro Ser Tyr Ser Leu Arg Ser Thr Thr Met Met He Arg Pro Leu 
485 490 495 

Asp Phe 



<210> 5 
<211> 1744 
<212> DNA 
<213> Artificial 

<220> 

<223> artificially synthesized sequence 
<400> 5 

actagttatt aatagtaatc aattacgggg tcattagttc atagcccata tatggagtte 60 

cgcgttacat aacttacggt aaatggcccg cctggctgac cgcccaacga cccccgccca 120 

ttgacgtcaa taatgacgta tgttcccata gtaacgccaa tagggacttt ccattgacgt 180 

caatgggtgg agtatttacg gtaaactgcc cacttggcag tacatcaagt gtatcatatg 240 

ccaagtacgc cccctattga cgtcaatgac ggtaaatggc ccgcctggca ttatgcccag 300 

tacatgacct tatgggactt tcctacttgg cagtacatct acgtattagt catcgctatt 360 

accatggtcg aggtgagccc cacgttctgc ttcactctcc ccatctcccc cccctcccca 420 

cccccaattt tgtatttatt tattttttaa ttattttgtg cagcgatggg ggcggggggg 480 

gggggggggc gcgcgccagg cggggcgggg cggggcgagg ggcggggcgg ggcgaggcgg 540 

agaggtgcgg cggcagccaa tcagagcggc gcgctccgaa agtttccttt tatggcgagg 600 

cggcggcggc ggcggcccta taaaaagcga agcgcgcggc gggcggggag tcgctgcgac -660 

gctgccttcg ccccgtgccc cgctccgccg ccgcctcgcg ccgcccgccc cggctctgac 720 

tgaccgcgtt actcccacag gtgagcgggc gggacggccc ttctcctccg ggctgtaatt 780 

agcgcttggt ttaatgacgg cttgtttctt ttctgtggct gcgtgaaagc cttgaggggc 840 

tccgggaggg ccctttgtgc ggggggagcg gctcgggggg tgcgtgcgtg tgtgtgtgcg 900 

tggggagcgc -cgcgtgcggc tccgcgctgc ccggcggctg tgagcgctgc gggcgcggcg 960 

cggggctttg tgcgctccgc agtgtgcgcg aggggagcgc ggccgggggc ggtgccccgc 1020; 
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ggtgcggggg gggctgcgag gggaacaaag gctgcgtgcg gggtgtgtgc gtgggggggt 1080 

gagcaggggg tgtgggcgcg tcggtcgggc tgcaaccccc cctgcacccc cctccccgag 1140 

ttgctgagca cggcccggct tcgggtgcgg ggctccgtac ggggcgtggc gcggggctcg 1200 

ccgtgccggg cggggggtgg cggcaggtgg gggtgccggg cggggcgggg ccgcctcggg 1260 

ccggggaggg ctcgggggag gggcgcggcg gcccccggag cgccggcggc tgtcgaggcg 1320 

cggcgagccg cagccattgc cttttatggt aatcgtgcga gagggcgcag ggacttcctt 1380 

tgtcceaaat ctgtgcggag ccgaaatctg ggaggcgccg ccgcaccccc tctagcgggc 1440 

gcggggcgaa gcggtgcggc g^cggcagga aggaaatggg cggggagggc cttcgtgcgt 1500 

cgcegcgccg ccgtcccctt ctccctctcc agcctcgggg ctgtccgcgg ggggacggct 1560 

gccttcgggg gggacggggc agggcggggt tcggcttctg gcgtgtgacc ggcggctcta 1620 

gagcctctgc taaccatgtt catgccttct tctttttcct acagctcctg ggcaacgtgc 1680 

tggttattgt gctgtctcat cattttggca aagaattcgg cttgatcgaa gcttgcccac 1740 

catg 1744 

<210> 6 

<211> 30 

<212> DNA 

,<213> Artificial 

<220> 

<223> an artificially synthesized primer 
<400> 6 

cagaggcagt acatgctaag aattgagtta 30 

<210> . 7 
<21L> / 24 V 
<2l# ' ;dna 

Arfificial 

<220> 

<223> an artificially. synthesiz$d primer 



<400> ; 7 

agatgctcaa : ggggcttcat gatg 



24 
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<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer 

<400> 8 

tattgggcgc ctggtcacca 20 

<210> 9 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer 



<400> 9 

ccaccttctt gatgtcatca 



20 
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DESCRIPTION 



METHOD OF TREATING ISCHEMIC DISEASE 

5 

Technical Field 

The present invention relates to methods of treating ischemic diseases with the use of 
angiopoietin-1 (Angl) or vectors encoding AngL The present invention also relates to 
ischemic disease treatment kits comprising Angl or an Angl -encoding vector. 

10 

Background Art 

Ischemia caused by acute injury or arterial occlusion sometimes results in loss of fingers, 
functional disorders, or serious diseases that lead to death. Due to changes of social 
environment and the arrival of an aging society, ischemic heart diseases such as acute myocardial 

1 5 infarction and severe angina pectoris, in particular have increased rapidly, and now account for 
the majority of lifestyle-related diseases. Surgical revascularization procedures such as 
percutaneous transluminal coronary angioplasty (PTCA) and coronary artery bypass graft 
(CABG) are used mainly to treat acute myocardial infarction. The use of such conventional 
therapeutic methods in combination with genetic engineering techniques to enhance 

20 revascularization enables active improvement of cardiac function and reduction of the period 
confined to bed. 

Primarily, the United States has been conducting clinical trials for therapeutic 
angiogenesis using vascular endothelial growth factor (VEGF) genes and proteins to treat 
coronary artery ischemia (Losordo, D. W., eVal (1998) Circulation. 98: 2800-2804; Rosengart, T. 

25 K., et al (1999) Circulation. 100: 468-474; Lathi, K. G., et al (2001) Anesth Analg. 92: 19-25; 
Symes, J. E, et al (1999) Ann Thorac Surg. 68: 830-836; discussion 836-837) and severe limb 
ischemia (Baumgartner, I., et al (1998) Circulation. 97: 1114-1123; Isner, J. M., et al (1998) J 
Vase Surg. 28: 964-973; discussion 973-965; Baumgartner, I., et al (2000) Ann Intern Med. 132: 
880-884) due to its rong activity of stimulating vascular endothelial proliferation. As of now, 

30 application of the VEGF gene therapy for ischemic heart diseases is limited to only severe 
angina pectoris, and does not cover acute myocardial infarction. It has been found that in acute 
ischemia such as myocardial infarction, VEGF production is enhanced in local cardiac muscle, 
peripheral blood leukocytes, mononuclear cells, and macrophages shortly after infarction, 
resulting in an exceedingly high level of circulating VEGF (Xu, X., et al (2001) J Thorac 

35 Cardiovasc Surg. 121: 735-742; Li, J., et al (1996) Am J Physiol. 270: H1803^1811; Ladoux, A. 
and C. Frelin. (1993) Biochem Biophys Res Commun. 195: 1005-1010; Seko Y, et al Clin Sci 
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92, 453-454, 1997; Banai S, et al. Cardiovasc Res. 28,1176-1179,1994; Berse B, et al. Mol Biol 
Cell, 3, 211-220, 1992; Taichman NS, J leukoc Biol, 62, 397-400, 1997). While the 
physiological significance of enhanced VEGF production is not fully understood, VEGF is 
assumed to contribute to the rapid recovery from ischemia by protecting and repairing blood 
5 vessels in ischemic sites (Banai S, et al. Cardiovasc Res. 28,1176-1179,1994). However, 
excessive administration of VEGF increases fragile blood vessels and premature blood vessels 
(Thurston, G, et al. (1999) Science. 286: 2511-2514), and induces hemangioma formation at the 
administration site (Schwarz, E. R., et al. (2000) J Am Coll Cardiol. 35: 1323-1330). 
Furthermore, Matsuno et al. have recently reported that high-level VEGF in myocardial 
10 infarction may aggravate pulmonary edema and such, and increase the mortality rate in acute 
myocardial infarction (Matsuno H et al. Blood 100, 2487, 2002). 

Disclosure of the Invention 

The present invention provides methods for treating ischemic diseases using Angl or 

15 Angl -encoding vectors. The present invention also provides ischemic disease treatment kits 
comprising Angl or an Angl -encoding vector. 

VEGF 165, having a strong angiogenesis-inducing activity, was expressed by an 
adenoviral vector in local cardiac muscle in the acute phase of myocardial infarction. The 
angiogenesis-inducing activity was then confirmed in infarcted hearts of the surviving rats. 

20 However, an increased mortality rate in the acute phase, i.e., four to five days after the infarction, 
was confirmed. Autopsies of the dead rats revealed marked pleural effusion (4 ml to 5 ml) 
(data not shown). In view that VEGF enhances capillary permeability, the effect of VEGF 165 
administration on the vascular permeability in lungs after myocardial infarction was studied. 
As a result, the vascular permeability was markedly increased (data not shown). Matsuno et al. 

25 have reported induction of high-level VEGF in al-antiplasmin knockout mice after myocardial 
infarction, and a consequential increase in the mortality rate of pulmonary edema. Also in the 
above-described experiment performed by the present inventors, along with the high VEGF level 
after myocardial infarction, it can be inferred that VEGF 165 over-expression enhanced the 
vascular permeability in lungs and induced pulmonary edema, thus increasing the mortality rate. 

30 The present inventors focused on angiopoietin- 1 (Angl) to develop safer and more effective 
methods of gene therapy for myocardial infarction. 

Angl, a ligand for the Tie-2 receptor and an important angiogenesis factor, acts 
synergistically with VEGF and is involved in angiogenesis, and vascular maturation and 
stabilization (Davis, S., et al (1996) Cell. 87: 1161-1169; Sato, T. N., et al (1995) Nature. 376: 

35 70-74). Co-administration of Angl and VEGF has been reported to enhance revascularization 
in animal models of ischemia (Jones, M. K., et al. (2001) Gastroenterology. 121: 1040-1047; 
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Chae, J. K., et al. (2000) Arterioscler Thromb Vase Biol. 20: 2573-2578). The present inventors 
have also reported that in an obstructive arteriosclerosis model, gene therapy using a 
combination of the Angl and VEGF genes enhances the angiogenesis activity of VEGF while 
reducing such adverse effects as edema resulted from the increased vascular permeability by 
5 VEGF (Ito Y., et al, Molecular Therapy, 5(5), S162, 2002; WO02/100441). In the present 
invention, the present inventors examined the therapeutic effect of administering Angl alone into 
ischemic hearts. It is generally believed that Angl alone does not stimulate vascular endothelial 
proliferation, and the truth is in Angl transgenic mice, the vascular diameters are increased but 
not the vascular densities (Thurston, G, J. Anat. 200: 575-580 (2002)). However, the present 

10 inventors conceived that angiogenesis effect can be obtained through the sole administration of 
Angl, in view of the extremely high level of endogenous VEGF in acute ischemia such as 
myocardial infarction. Specifically, the inventors conceived that a strategy using Angl in the 
acute phase of myocardial infarction to enhance angiogenesis, in synergy with the actively 
produced VEGF in the body, and to promote revascularization while reducing the toxicity 

15 accompanied by the enhanced VEGF production would be possible. Angl antagonistically 
suppresses the enhancement of vascular permeability and blood coagulation induced by 
inflammatory cytokines, such as VEGF, IL-1, and TNF, which are involved in the aggravation of 
myocardial infarction (Thurston, G. (2002) J Anat. 200: 575-580; Thurston, G, et al. (2000) Nat 
Med. 6: 460-463; Thurston, G, et al. (1999) Science. 286: 2511-2514). The present inventors 

20 predicted that the Angl administration could also prevent the elevation of vascular permeability 
and the acceleration of blood coagulation induced by inflammatory cytokines, which have been 
actively produced in the acute phase of myocardial infarction. 

Thus, the present inventors prepared an adenoviral vector expressing the Angl gene, 
and administered the vector intramyocardially to a rat myocardial infarction model. The 

25 inventors studied the angiogenesis effect, effect of reducing the infarct size, improvement of 
cardiac function, and decrease in mortality rate. 

The arterial ligation-induced myocardial infarction markedly decreased the vascular 
density in the infarcted site and its surrounding area. Furthermore, after the myocardial 
infarction, a decrease in vascular density in the septal myocardium distant from the gene 

30 administration site was also revealed. The reason remains unknown, but it can be assumed to 
reflect the post-myocardial infarction heart failure. Model rats were administered 
intramyocardially with the adenoviral vector in the heart at the surrounding area of the site to be 
infarcted. The expression level of the administered gene was examined five days after the 
surgical operation, and was shown to be comparable in the infarcted hearts (approximately 80%) 

35 and the normal hearts to which the vector had also been administered. It was thereby 
demonstrated that sufficiently high levels of the gene expression could be attained when it is 
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injected into the peri-infarct area. Interestingly, in the Angl gene-administered group, the 
vascular density was increased not only in the infarcted site and its surrounding area, but also in 
the septal region apparently. This suggests that Angl not only enhances angiogenesis in the 
administration site, but is secreted into blood and also induces angiogenesis in distal 
5 myocardium. Furthermore, the number of blood vessels with 10-jam or greater diameter was 
clearly increased in the Angl gene-administered group. In addition, blood vessels with 
pericytes, which are indicative of the more functional blood vessels, were significantly increased. 
This supports the idea that Angl -induced blood vessels are more functional. 

Furthermore, the present inventors found that minus-strand RNA viral vectors are highly 

10 effective in Angl gene therapy for ischemic diseases. A study, where the gene was introduced 
into myocardial cells, demonstrated that the efficiency of gene introduction into myocardial cells 
was significantly higher with a minus-strand RNA viral vector than with an adenoviral vector. 
The minus-strand RNA viral vector carrying the Angl gene also exhibited an outstanding 
therapeutic effect on myocardial infarction and limb ischemia. Among vectors used for treating 

15 cardiovascular diseases, particularly cardiac diseases, adenoviral vectors are most commonly 
used because they ensures efficient gene transfer and high-level gene expression in nondividing 
cells including myocardial cells. However, it has been pointed out that the adenoviral vector 
may induce inflammation due to its high immunogenicity and produce adverse effects as a result 
of its exceedingly high affinity for the liver. Thus, there is a demand for safer and more 

20 efficient alternatives to the gene introduction technique that uses adenoviral vectors. The 
adeno-associated viral vector (AAV), the lentiviral vector, and others have been previously tested, 
and were found to exhibit long-term gene expression in the heart. However, there is a 
possibility that these retroviral vectors and DNA viral vectors interact with the chromosome in 
the host cell nucleus and become integrated into the host chromosome. In contrast, the 

25 minus-strand RNA viral vector can strongly express the gene that it carries in the cytoplasm 
without being integrated into the host cell chromosome, and thus conferring no risk of 
chromosome damage. The use of minus-strand RNA viral vectors may allow a more effective 
and safer Angl gene therapy for ischemic diseases. 

Angl was found to increase vascular density in infarcted hearts. When Angl is used 

30 clinically, it is most important to assess whether the increase in the vascular density indeed 
contributes to reduction of infarcted region and improvement of cardiac functions. The 
infarcted region was measured four weeks after myocardial infarction. It was then found that 
the infarcted region was reduced and the infarcted wall was thickened in the Angl 
gene-administered group. The cardiac functions, particularly fractional shortening (FS) of left 

35 ventricular short-axis diameter, left ventricular area at systole (LVAs), and left ventricular 
ejection fraction (EF), were found to be improved. It has been reported previously that the 
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hepatocyte growth factor (HGF), hypoxia inducible factor- 1 a (HIF-1 a), and VEGF induce 
angiogenesis and reduce the infarcted region in a rat model of myocardial infarction, which had 
been prepared by ligating the left anterior descending branch. However, there are very few 
reports on improving cardiac functions after serious myocardial infarction by administration of 
5 an angiogenesis factor alone. It has been reported that cardiac functions are improved 
effectively only when such an angiogenesis factor is used in combination with cell therapy by 
fetal cardiac muscle, ES cells, myoblasts, or such, which complements the absolute mass of 
cardiac muscle (Yau, T. M., Circulation 104: 12 18-1222 (2001); Suzuki, K., Circulation 104: 
1207-212 (2001); Orlic, D., Proc. Natl. Acad. Sci. USA 98: 10344-10349 (2001)). The present 

10 invention demonstrated for the first time that administration of Angl alone can improve cardiac 
functions of an infarcted heart. The administration of Angl in the acute phase of myocardial 
infarction produces marked effects, such as decreasing the post-infarction mortality rate, 
increasing the number of blood vessels in cardiac muscle, reducing the infarct size, and 
improving cardiac functions. Thus, Angl gene therapy can be a new effective therapy for acute 

1 5 myocardial infarction. 

The present inventors also performed gene therapy where Angl gene alone was 
administered into an animal model of severe limb ischemia, using an adenoviral vector and a 
minus-strand RNA viral vector which highly express Angl . Naked DNA was expressed with an 
exceedingly high efficiency in cardiac muscle. In contrast, the expression level of the 

20 introduced gene by the naked DNA vector was lower in skeletal muscles (Example 8). 
Therefore, it appeared that direct administration of the Angl plasmid to ischemic limbs produced 
a less-than-sufficient effect on limb salvage (WO02/1 00441). However, it has been made clear 
that by using a viral vector with higher expression efficiency in the skeletal muscles than the 
naked DNA, the administration of Angl gene alone exerted a marked effect on limb salvage 

25 (Examples 7, 13, and 14). A noteworthy finding was that the effect on limb salvage as a result 
of the Angl gene administration was also observed prior to the initiation of blood perfusion in 
tissues due to arteriogenesis. Therefore, it can be conceived that the Angl gene therapy 
produced not only a therapeutic effect by inducing angiogenesis, but also an unexpected effect in 
protecting ischemic tissues beginning at an early stage prior to the induction of angiogenesis, as 

30 a result of antiapoptotic activity or such. Thus, it can be expected that administration of Angl 
gene alone using an Angl -encoding viral vector produces a therapeutic effect, which would have 
been impossible with a plasmid vector, not only in ischemic heart diseases but also in general 
ischemic diseases including extremity ischemia, injuries associated with impaired circulation, 
and traumatic injury such as amputation, and fractures. Conventional therapy used in 

35 combination with VEGF is risky in that excess VEGF enhances vascular permeability and then 
aggravates pulmonary edema or such. However, when an Angl -encoding viral vector is 
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administered alone, ischemia can be treated effectively while such adverse effects are avoided. 

Specifically, the present invention relates to methods for treating ischemic diseases 
using Angl or an Angl -encoding vector, and ischemic disease treatment kits comprising Angl or 
an Angl -encoding vector, and more specifically relates to the invention described in each claim. 
5 The present invention also relates to inventions comprising a desired combination of one or more 
(or all) of the inventions described in the respective claims, in particular, to inventions 
comprising a desired combination of one or more (or all) of the inventions described in claims 
(dependent claims) which cite identical independent claims (claims each relating to an invention 
which is not encompassed in the inventions described in any other claims). The invention 
10 described in each independent claim comprises inventions comprising an arbitrary combination 
of its dependent claims. Specifically, the present invention provides: 

[I] a method for treating ischemic heart diseases, which comprises the step of 
administering angiopoietin-1 or a vector encoding angiopoietin-1; 

[2] the method for treating ischemic heart diseases according to [1], which comprises 
15 the step of administering angiopoietin-1 or a vector encoding angiopoietin-1, and in which a 
vascular endothelial growth factor is not administered; 

[3] the method according to [1] or [2], wherein angiopoietin-1 or the vector encoding 
angiopoietin-1 is a viral vector encoding angiopoietin-1; 

[4] the method according to [3], wherein the viral vector is an adenoviral vector; 
20 [5] the method according to [3], wherein the viral vector is a minus-strand RNA viral 

vector; 

[6] the method according to [1] or [2], wherein angiopoietin-1 or the vector encoding 
angiopoietin- 1 is a naked DNA; 

[7] the method according to any one of [1] to [6], wherein angiopoietin-1 or the vector 
25 encoding angiopoietin-1 is a vector that drives angiopoietin-1 expression using CA promoter or a 
promoter having a transcriptional activity equivalent to or higher than that of said CA promoter; 

[8] the method according to any one of [1] to [7], wherein the administration of 
angiopoietin-1 or the vector encoding angiopoietin-1 is an injection into cardiac muscle; 

[9] a method for treating ischemic diseases, which comprises the step of administering a 
30 viral vector encoding angiopoietin-1 ; 

[10] the method for treating ischemic diseases according to [9], which comprises the 
step of administering a viral vector encoding angiopoietin-1, and wherein a vascular endothelial 
growth factor is not administered; 

[II] the method according to [9] or [10], wherein the viral vector is an adenoviral 

35 vector; 

[12] the method according to [9] or [10], wherein the viral vector is a minus-strand RNA 
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viral vector; 

[13] the method according to any one of [9] to [12], wherein the vector administration is 
an injection into an ischemic site; 

[14] a genetically modified mesenchymal cell comprising a foreign gene encoding 
5 angiopoietin-1; 

[15] the mesenchymal cell according to [14], into which an adenoviral vector encoding 
angiopoietin-1 has been introduced; 

[16] the mesenchymal cell according to [14], into which a minus-strand RNA viral 
vector encoding angiopoietin-1 has been introduced; 

10 [17] a therapeutic composition for ischemia, which comprises the mesenchymal cell 

according to any one of [14] to [16] and a pharmaceutically acceptable carrier; 

[18] a method for producing a genetically modified mesenchymal cell, wherein the 
method comprises the step of contacting the mesenchymal cell with a minus-strand RNA viral 
vector carrying a gene; and, 

15 [19] the method according to [18], wherein the gene encodes angiopoietin-1. 

The present invention relates to methods for treating ischemic heart diseases, which 
comprises the step of administering Angl or an Angl-encoding vector. Angl alone does not 
have the activity to stimulate vascular endothelial proliferation. It was unclear as to whether 
administration of Angl gene alone had produced any therapeutic effect on ischemic heart 

20 diseases. However, in the present invention, it was demonstrated that an administration of 
Angl alone produced a marked therapeutic effect in myocardial infarction. It has been known 
that VEGF increases in the sera of patients with acute myocardial infarction two to three days 
after infarction, and the local VEGF expression level in the heart of a myocardial infarction 
model also increases one to three days after myocardial infarction, and the high-level expression 

25 continues for one week or longer. In addition, the local and serum levels of VEGF were 
confirmed to increase in a rat myocardial infarction model produced by the present inventors 
(data not shown). Accordingly, the therapeutic effect brought upon the administration of Angl 
alone may be a combined effect with endogenous VEGF. Excess VEGF enhances lung vascular 
permeability and causes pulmonary edema, thereby increasing mortality rate. Administration of 

30 Angl alone without VEGF allows endogenous VEGF and Angl expressed from the introduced 
gene to act synergistically to produce a strong angiogenesis effect, while eliminating the possible 
adverse effects produced by VEGF administration. In particular, the present invention provides 
methods for treating ischemic heart diseases, comprising the step of administering Angl or an 
Angl-encoding vector without administration of vascular endothelial growth factor (VEGF) or 

35 its gene. The vascular density was clearly increased in the infarcted site and its surrounding 
area when Angl is administered alone; the vascular density-increasing effect was comparable to 
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that produced by introducing the same amount of VEGF165 gene alone via an adenoviral vector. 
According to the present invention, ischemic tissues can be protected in a safer and more 
effective manner by administering Ang-1 its gene without administration of VEGF. The 
methods of the present invention for treating ischemic diseases and ischemic heart diseases are 
5 useful methods for protection of ischemic tissues, regeneration of rejected tissues, and 
revascularization in rejected tissues. 

Herein, "angiopoietin-1 (Angl)" refers to a ligand that binds to the Tie-2 receptor, and 
through the receptor activates signal transduction and enhances angiogenesis. Tie-2 is a 
tyrosine kinase receptor and is expressed in endothelial cell lines (Ac. No. NM_000459, protein 

10 ID. Q02763, NP_000450)(Ziegler, S. F. et aL, Oncogene 8 (3), 663-670 (1993); Boon, L. M. et 
aL, Hum. Mol. Genet. 3 (9), 1583-1587 (1994); Dumont, D. J. et aL, Genomics 23 (2), 512-513 
(1994); Gallione CJ et aL, J- Med. Genet. 32 (3), 197-199 (1995); Vikkula M et aL, Cell 87 (7), 
1181-1190 (1996); Witzenbichler, B. et al. 9 J. Biol. Chem. 273 (29), 18514-18521 (1998); 
Asahara, T. et aL, Circ. Res. 83 (3), 233-240 (1998); Calvert, J. T. et aL, Hum. Mol. Genet. 8 (7), 

15 1279-1289 (1999)). Tie-2 has been isolated not only from human but also from non-human 
mammals including cow and mouse (Sato, T. N. et aL, Proc. Natl. Acad. Sci. U.S.A. 90 (20), 
9355-9358 (1993); Iwama, A. et aL, Biochem. Biophys. Res. Commun. 195 (1), 301-309 (1993)). 
The nucleotide sequence of a wild-type human Tie-2-encoding DNA and its amino acid sequence 
are shown in SEQ ID NOs: 1 and 2, respectively. Ligands for the human Tie-2 shown in SEQ 

20 ID NO: 2 and the above-described mammalian homologues which enhance angiogenesis can be 
used preferably in the present invention. The Angl of the present invention comprises not only 
the naturally-occurring protein, but also modified proteins and partial peptides thereof that have 
the function of a Tie-2 ligand similarly to naturally-occurring Angl. Furthermore, it can be a 
fragment of an anti-Tie-2 antibody which binds to the extracellular domain of Tie-2, or a 

25 non-peptide compound which functions as a Tie-2 ligand. 

Mammalian Angl proteins have been isolated from various mammalian species, 
including human, mouse, rat, pig, and cow (Davis, S. et aL, Cell 87 (7), 1161-1169 (1996); 
Valenzuela, D. M. et aL, Proc. Natl. Acad. Sci. U.S.A. 96 (5), 1904-1909 (1999); Suri, C. et aL, 
Cell 87 (7), 1171-11.80 (1996); Valenzuela, D. M. et aL, Proc. Natl. Acad. Sci. U.S.A. 96 (5), 

30 1904-1909 (1999); Kim, L, et aL, Cardiovasc. Res. 49 (4), 872-881 (2001); Mandriota, S. J. and 
Pepper, M. S., Circ. Res. 83 (8), 852-859 (1998); Goede, V. et aL, Lab. Invest. 78 (11), 
1385-1394 (1998))(GenBank Ac. No: U83508, UNM_009640, AF233227, NM_053546; 
proteinJD: AAB50557, NP_033770, 008538, AAK14992, NP_445998, 018920). The 
nucleotide sequence of a wild-type human Angl -encoding DNA and its amino acid sequence are 

35 shown in SEQ ID NOs: 3 and 4, respectively. Human Angl shown in SEQ ID NO: 4 and the 
mammalian homologues described above can be used preferably. 
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The Angl of the present invention also comprises: a protein comprising an amino acid 
sequence with one or more amino acid substitutions, deletions, and/or additions in the human or 
other mammalian Angl amino acid sequence; a protein comprising an amino acid sequence 
which has 70% or higher, preferably 75% or higher, more preferably 80% or higher, more 
5 preferably 85% or higher, still more preferably 90% or higher, yet more preferably 95% or 
higher identity to the human or other mammalian Angl amino acid sequence; and a protein 
encoded by a nucleic acid hybridizing under stringent conditions to a nucleic acid comprising the 
entire coding region or a portion of the human or other mammalian Angl gene, wherein the 
protein binds to a mammalian Tie-2 receptor and activates signal transduction via the receptor, 
10 thereby enhancing angiogenesis. Such proteins may comprise polymorphic and splicing 
variants of Ang 1 . 

The number of amino acids changed by amino acid substitution, deletion, and/or 
addition is typically 1 5 residues or less, preferably 1 1 residues or less, more preferably 9 residues 
or less, more preferably 7 residues or less, still more preferably 5 residues or less. Particularly 

15 when amino acids have been substituted conservatively, proteins tend to retain their original 
activities. Conservative substitutions include amino acid substitutions within each group of: 
basic amino acids (for example, lysine, arginine, and histidine); acidic amino acids (for example, 
aspartic acid and glutamic acid); non-charged polar amino acids (for example, glycine, 
asparagine, glutamine, serine, threonine, tyrosine, and cysteine); non-polar amino acids (for 

20 example, alanine, valine, leucine, isoleucine, proline, phenylalanine, methionine, and tryptophan), 
p-branched amino acids (for example, threonine, valine, and isoleucine), and aromatic amino 
acids (for example, tyrosine, phenylalanine, tryptophan, and histidine). Amino acid sequence 
identities can be determined, for example, using the BLASTP program (Altschul, S. F. et al, 
1990, J. Mol. Biol. 215: 403-410). Specifically, the blastp program can be used for this purpose. 

25 For example, when the search is carried out using BLAST in the website of National Center for 
Biotechnology Information (NCBI), the filters comprising low complexity are all switched off 
and default parameters are used (Altschul, S. F. et al. (1993) Nature Genet. 3:266-272; Madden, 
T. L. et al. (1996) Meth. Enzymol. 266:131-141; Altschul, S. F. et al. (1997) Nucleic Acids Res. 
25:3389-3402; Zhang, J. & Madden, T. L. (1997) Genome Res. 7:649-656). For example, the 

30 sequence identity can be determined by preparing an alignment of two sequences using the 
blast2sequences program for comparison of two sequences (Tatiana A et al. (1999) FEMS 
Microbiol Lett. 174:247-250). Gaps are treated similarly to mismatches. For example, 
identities to the entire amino acid sequence of mammalian wild-type Angl protein are computed. 
Alternatively, identities can be determined by hybridization, in which a probe is prepared either 

35 from a nucleic acid comprising the Angl protein coding sequence derived from human or other 
animals, or from a target nucleic acid of hybridization. Hybridization of the probe to other 
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nucleic acids is then tested. Stringent hybridization conditions comprise hybridizing in a 
solution comprising 5x SSC, 7% (W/V) SDS, 100 |ag/ml denatured salmon sperm DNA, and 5x 
Denhardt's solution (lx Denhardt's solution comprises 0.2% polyvinyl pyrrolidone, 0.2% bovine 
serum albumin, and 0.2% Ficoll) at 48°C, preferably at 50°C, more preferably at 52°C, followed 
5 by 2 hours of washing while shaking at the same temperature used in the hybridization, more 
preferably at 60°C 5 still more preferably at 65 °C, most preferably at 68°C in 2x SSC, preferably 
in lx SSC, more preferably in 0.5x SSC, and more preferably in 0.1 x SSC. 

An "Angl -encoding vector" refers to a vector comprising an Angl protein-encoding 
nucleic acid. The phrase "protein-encoding" means that a nucleic acid contains an ORF 
10 encoding an amino acid sequence of the protein in a sense or antisense strand (in a certain viral 
vector or such), so that the nucleic acid can express the protein under appropriate conditions. 
The nucleic acid may be a single- or double-stranded nucleic acid. Furthermore, the nucleic 
acid may be DNA or RNA. The vector includes plasmid vectors, other naked DNAs, and viral 
vectors. 

1 5 "Naked DNA" refers to a DNA that does not bind to reagents for introducing nucleic 

acids into cells, such as viral envelope, liposome, and cationic lipids (Wolff et aL, 1990, Science 
247, 1465-1468). Naked DNA can be used after being dissolved in a physiologically 
acceptable solution, for example, sterilized water, physiological saline, or buffer. The injection 
of naked DNA such as plasmid is the safest and simplest gene transfer method, and is used as the 

20 major procedure in previously approved clinical protocols of gene therapy for cardiovascular 
diseases (Lee, Y. et al, Biochem. Biophys. Res. Commun. 2000; 272: 230-235). However, the 
relatively low expression of the introduced gene and the low efficiency of introduction into 
myocardial cells impair the therapeutic benefits of this approach (Lin, H. et aL, Circulation 1990; 
82: 2217-2221; Kass-eisler, A. et ah, Proc Natl Acad Sci USA 1993; 90: 11498-11502). For 

25 example, cytomegalovirus (CMV) promoter is one of the most potent transcriptional regulatory 
sequences available, and vectors comprising the CMV promoter have been commonly used in 
gene therapy (Foecking, M. K, and Hofstetter H. Gene 1986; 45: 101-105). However, some 
reports on injection of the plasmids into skeletal muscles suggested that the expression level or 
period of the introduced gene was often insufficient even when the strong CMV promoter was 

30 used. 

Surprisingly, however, the present inventors found that when a naked plasmid is 
introduced into the cardiac muscle by direct injection, the expression level in the cardiac muscle 
is approximately an order of magnitude greater than that in the skeletal muscle. The expression 
level of the gene introduced into the heart using 20 jag of a plasmid vector comprising the CA 
35 promoter, whose transcriptional activity is particularly strong, was comparable to that achieved 
by using 6. Ox 10 9 optical units (OPU) of an adenoviral vector. Thus, the gene therapy for 
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ischemic diseases according to the present invention can be performed using a plasmid 
comprising the CA promoter or a promoter with transcriptional activity comparable to or higher 
than that of the CA promoter. The CA promoter is a chimeric promoter comprising the CMV 
immediately early enhancer and the chicken (3-actin promoter (Niwa, H. et ah (1991) Gene. 108: 
5 193-199). Safer gene therapy using a naked DNA can be achieved by using the CA promoter or 
a promoter with transcriptional activity comparable to or higher than that of the C A promoter. 

The CMV immediately early enhancer to be used may be an immediately early gene 
enhancer derived from a desired CMV strain. The enhancer includes the nucleotide sequence 
of positions 1 to 367 of SEQ ID NO: 5. The chicken p-actin promoter to be used includes a 

10 DNA fragment which comprises the transcription initiation site derived from the chicken p-actin 
genomic DNA and has a promoter activity. Since the first intron of the chicken P-actin gene 
has transcription-enhancing activity, it is preferred that a genomic DNA fragment comprising at 
least a portion of this intron is used. Specifically, such a chicken p-actin promoter includes the 
nucleotide sequence from positions 368 to 1615 of SEQ ID NO: 5. A sequence from another 

1 5 gene, for example, the intron-acceptor sequence of rabbit P-globin, may be appropriately used as 
the intron acceptor sequence. A preferred CA promoter of the present invention is a DNA, in 
which the chicken p-actin promoter comprising a portion of the intron is ligated to the 
downstream of the CMV immediately early enhancer sequence, and then a desired 
intron-acceptor sequence is placed downstream thereof. An example of such DNA is shown in 

20 SEQ ID NO: 5. The Angl protein-encoding sequence may be attached to the last ATG of the 
above-described sequence which serves as the initiation codon. However, sequence 
polymorphisms in the CMV enhancer and the chicken p-actin gene may exist among isolated 
strains or isolated individuals. It is not necessary to use the same regions shown in SEQ ID 
NO: 5 as the CMV immediately early enhancer and the chicken P-actin promoter. Those skilled 

25 in the art can construct different variant types. Every variant having a transcriptional activity 
equivalent to or higher than that of the promoter shown in SEQ ID NO: 5 can be used preferably 
in the present invention. 

If SV40ori is comprised in the vector, the SV40ori sequence is preferably deleted. The 
SV40 large T antigen is involved in some types of human cancers, and there is a risk that the 

30 SV40ori-comprising vector might be amplified in patients with SV40-associated cancer (Martini, 
F. et aL, Cancer 2002; 94: 1037-1048; Malkin, D. Lancet 2002; 359: 812-813). The present 
inventors verified that the deletion of SV40ori from the vector had no effect on the expression 
level of the introduced gene in the heart as well as in the skeletal muscle (Example 8). This 
result suggests that the SV40ori-free vector, which expresses Angl under the control of the CA 

35 promoter, is one of the safest and the most useful vectors in clinical applications of cardiac 
muscle gene therapy. In particular, the pCAl vector in which SV40ori has been deleted is 
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considered suitable for cardiac muscle gene therapy. 

In addition, a DNA can be appropriately administered in combination with a transfection 
reagent. For example, the transfection efficiency can be improved by combining the DNA with 
liposomes or desired cationic lipids. 
5 Another preferred vector of the present invention to be used in the treatment of ischemic 

diseases is a viral vector. Angl can be expressed at sufficiently high levels not only in the 
cardiac muscle, but also in other tissues such as the skeletal muscle by using a viral vector. The 
viral vector includes, but is not limited to, an adenoviral vector, an adeno-associated viral vector, 
a retroviral vector, a lentiviral vector, a herpes simplex virus vector, and a vaccinia virus vector. 

1 0 A preferred viral vector is an adenoviral vector. The adenoviral vector can introduce a gene 
into myocardial cells at high efficiencies and express the introduced gene at high levels. As 
shown in the Examples, the Angl -expressing adenoviral vector produces significant therapeutic 
effects on ischemic hearts and limbs. Thus, the adenoviral vector can be suitably used in the 
present invention. In the present invention, conventional adenoviral vectors can be 

1 5 appropriately used. In such vectors, genes of the wild-type virus may be modified, for example, 
to improve the expression level of a foreign gene or to attenuate their antigenicity. Adenoviral 
vectors can be prepared, for example, using the COS-TPC method developed by Saito et al. 
(Miyake, S., Proc. Natl. Acad. Sci. USA 93: 1320-1324 (1996)). 

When Angl is incorporated into a vector, the sequence around the initiation codon of 

20 Angl is preferably made into a Kozak's consensus sequence [for example, CC(G/A)CCATG] to 
increase the efficiency of the Angl gene expression (Kozak, M., Nucleic Acids Res 9(20), 5233 
(1981); Kozak, M., Cell 44, 283 (1986); Kozak, M. Nucleic Acids Res.l5:8125 (1987); Kozak, 
M., J. Mol. Biol. 196, 947 (1987); Kozak, M., J. Cell Biol. 108, 229 (1989); Kozak, M., Nucl. 
Acids Res. 18, 2828 (1990)). 

25 Another viral vector preferably used in the present invention is a minus-strand RNA 

viral vector. As shown in the Examples, the minus-strand RNA viral vector could achieve 
higher expressions of an introduced gene with a lower titer than those of the adenovirus. The 
Angl -encoding minus-strand RNA viral vector is one of the most preferably used vectors in the 
present invention. A "minus-strand RNA virus" refers to a virus comprising a minus-strand (an 

30 antisense strand complementary to a viral protein-encoding sense strand) RNA as the genome. 
The minus-strand RNA is also called a "negative strand RNA". In particular, the minus-strand 
RNA virus to be used in the present invention includes single-stranded minus-strand RNA 
viruses (also called "non-segmented minus-strand RNA viruses"). A "single-stranded negative 
strand RNA virus" refers to a virus comprising a single-stranded negative strand (i.e., minus 

35 strand) RNA as the genome. Such viruses include: paramyxovirus {Paramyxoviridae such as 
the genus Paramyxovirus, the genus Morbillivirus, the genus Rubulavirus, and the genus 
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Pneumovirus); rhabdovirus (Rhabdoviridae such as the genus Vesiculovirus, the genus 
Lyssavirus, and the genus Ephemerovirus); filovirus (Filoviridae); orthomyxovirus 
(Orthomyxoviridae such as Influenza viruses A, B, and C, and Thogoto-like virus); bunyavirus 
{Bunyaviridae such as the genus Bunyavirus, the genus Hantavirus, the genus Nairovirus, and 
5 the genus Phlebovirus); and arenavirus (Arenaviridae). The minus-strand RNA viral vector to 
be used in the present invention may be a vector having transmissibility, or a deficient vector 
having no transmissibility. The phrase "having transmissibility" means that after a viral vector 
infects host cells, the virus was replicated and infectious virus particles are produced in the cells. 

Specifically, the minus-strand RNA virus that can be used preferably in the present 

10 invention includes Sendai virus, Newcastle disease virus, mumps virus, measles virus, 
respiratory syncytial virus (RS virus), rinderpest virus, distemper virus, simian parainfluenza 
virus (SV5), human parainfluenza viruses type 1, type 2, and type 3, which belong to 
Paramyxoviridae; influenza virus which belongs to Orthomyxoviridae; and vesicular stomatitis 
virus and rabies virus which belong to Rhabdoviridae. 

15 The virus that can be used in the present invention further includes Sendai virus (SeV), 

human parainfluenza virus- 1 (HPIV-1), human parainfluenza virus-3 (HPIV-3), phocine 
distemper virus (PDV), canine distemper virus (CDV), dolphin morbillivirus (DMV), 
peste-des-petits-ruminants virus (PDPR), measles virus (MV), rinderpest virus (RPV), Hendra 
virus (Hendra), Nipah virus (Nipah), human parainfluenza virus-2 (HPIV-2), simian 

20 parainfluenza virus 5 (SV5), human parainfluenza virus-4a (HPIV-4a), human parainfluenza 
virus-4b (HPIV-4b), mumps virus (Mumps), and Newcastle disease virus (NDV). More 
preferably, the virus includes that selected from the group consisting of Sendai virus (SeV), 
human parainfluenza virus- 1 (HPIV-1), human parainfluenza virus-3 (HPIV-3), phocine 
distemper virus (PDV), canine distemper virus (CDV), dolphin morbillivirus (DMV), 

25 peste-des-petits-ruminants virus (PDPR), measles virus (MV), rinderpest virus (RPV), Hendra 
virus (Hendra), and Nipah virus (Nipah). 

More preferably, the virus belongs to the subfamily Paramyxoviridae (including the 
genus Respirovirus, the genus Rubulavirus, and the genus Morbillivirus) or is a derivative 
thereof. Still more preferably, the virus belongs to the genus Respirovirus (also called the 

30 genus Paramyxovirus) or a derivative thereof. Such derivatives include viruses genetically 
modified or chemically modified without impairing the virus's ability to introduce genes. 
Examples of viruses of the genus Respirovirus to which the present invention can be applied 
include human parainfluenza virus type 1 (HPIV-1), human parainfluenza virus type 3 (HPIV-3), 
bovine parainfluenza virus type 3 (BPIV-3), Sendai virus (also called murine parainfluenza virus 

35 type 1), and simian parainfluenza virus type 10 (SPIV- 10). The paramyxovirus of the present 
invention is most preferably the Sendai virus. These viruses may be derived from natural 
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strains, wild-type strains, mutant strains, laboratory-passaged strains, artificially constructed 
strains, etc. 

Reconstitution of the recombinant minus-strand RNA viral vector can be achieved by 
using known methods (WO 97/16539; WO 97/16538; WO 00/70055; WO 00/70070; WO 
5 03/025570; Durbin, A. P. et al, Virology 235, 323-332, 1997; Whelan, S. P. et al, Proc. Natl. 
Acad. Sci. USA 92, 8388-8392, 1995; Schnell. M. J. et al, EMBO J. 13, 4195-4203, 1994; 
Radecke, F. et al, EMBO J. 14, 5773-5784, 1995; Lawson, N. D, et al, Proc. Natl. Acad. Sci. 
USA 92, 4477-4481, 1995; Garcin, D. et al, EMBO J. 14, 6087-6094, 1995; Kato, A. et al, 
Genes Cells 1, 569-579, 1996; Baron, M. D. and Barrett, T., J. Virol. 71, 1265-1271, 1997; 

1 0 Bridgen, A. and Elliott, R. M., Proc. Natl. Acad. Sci. USA 93, 1 5400-1 5404, 1 996; Hasan, M. K. 
et al, J. Gen. Virol. 78: 2813-2820, 1997; Kato, A. et al, 1997, EMBO J. 16: 578-587; Yu, D. et 
al, 1997, Genes Cells 2: 457-466). The minus-strand RNA virus, including parainfluenza, 
vesicular stomatitis virus, rabies virus, measles virus, rinderpest virus, and Sendai virus, can be 
reconstituted from its DNA using such methods. The viruses of the present invention can be 

1 5 reconstituted according to these methods. As for the DNA that constitutes the viral genome, 
when genes encoding the envelope-constituting proteins, such as the F gene, HN gene, and/or M 
gene, have been deleted from the viral genome, infectious viral particles are not formed 
automatically. However, infectious viral particles can be formed when the deleted genes and/or 
envelope proteins from another virus (for example, the gene encoding vesicular stomatitis virus 

20 (VSV) G protein (VSV-G) (J. Virology 39: 519-528 (1981)) are separately introduced into the 
host cells and expressed in the cells (Hirata, T. et al, 2002, J. Virol. Methods, 104:125-133; 
Inoue, M. et al, 2003, J. Virol. 77:6419-6429). 

Transcription/replication of the minus-strand RNA virus takes place only in the host cell 
cytoplasm and since the virus has no DNA phase, the virus is not integrated into the chromosome 

25 (Lamb, R.A. and Kolakofsky, D., Paramyxoviridae: The viruses and their replication. In: Fields 
BN, Knipe DM, Howley PM, (eds). Fields Virology, 3rd Edition, Vol. 2. Lippincott - Raven 
Publishers: Philadelphia, 1996, pp. 1177-1204). Therefore, the vector does not cause safety 
problems, such as canceration and immortalization due to chromosomal abnormalities. This 
characteristic of minus-strand RNA viruses largely contributes to its safety when used as a vector. 

30 According to the results of heterologous gene expression, for example, even after many 
generations of continuous passages of a Sendai virus (SeV), almost no nucleotide mutations were 
found; thus the genome stability was high and the inserted heterologous genes could be 
expressed stably for a long period (Yu, D. et a/., Genes Cells 2, 457-466 (1997)). In addition, 
the virus's packaging flexibility and the flexible gene size to be introduced are advantageous 

35 since the virus has no capsid proteins. Furthermore, the Sendai virus is pathogenic and causes 
pneumonia in rodents, but is not pathogenic in human. This is further supported by previous 
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reports that the wild-type Sendai virus produces no serious adverse effects in non-human 
primates when introduced nasally (Hurwitz, J.L. et al. 9 Vaccine 15: 533-540, 1997; Bitzer, M. et 
aL, J. Gene Med. 5: 543-553, 2003). Thus, the minus-strand RNA viral vector is highly useful 
as a therapeutic vector in gene therapy for human ischemic diseases. 
5 The collected viral vector can be purified to substantial homogeneity. The purification 

can be achieved by using conventional purification/separation methods such as filtration, 
centrifiigation, adsorption, and column purification, or any combination thereof. The phrase 
"substantially pure" means that the viral components constitute a large share of the solution that 
contains the viral vector. For example, a viral vector composition can be verified to be 

10 substantially pure if the proteins contained as the viral vector components constitute 10%(W/W) 
or more, preferably 20% or more, more preferably 50% or more, preferably 70% or more, more 
preferably 80% or more, still more preferably 90% or more of the total proteins (excluding the 
proteins that have been added as carriers or stabilizers) in a solution. For example, when the 
paramyxovirus vector is used, specific purification methods include, but are not limited to, the 

1 5 method using cellulose sulfate ester or crosslinked polysaccharide sulfate ester (Japanese Patent 
Application Kokoku Publication No. (JP-B) S62-30752 (examined, approved Japanese patent 
application published for opposition); JP-B S62-33879; and JP-B S62-30753), and the method 
based on the adsorption by fucose sulfate-containing polysaccharide and/or degradation products 
thereof (WO 97/32010). 

20 Herein, "ischemic diseases" refers to functional abnormality, or tissue degeneration or 

necrosis, caused by the reduction or disruption of blood supply to tissues, and specifically 
comprises ischemic heart diseases such as myocardial infarction and angina pectoris, and 
extremity ischemia, injuries associated with impaired circulation, traumatic injuries such as 
amputation, and fractures. Specifically, the ischemic diseases of the present invention include 

25 not only ischemic diseases but also ischemic states as a result of injury or damage. 
Administration of Angl or an Angl -encoding vector suppresses necrosis of tissues surrounding 
the ischemic site and improves their functions through induction of angiogenesis, and other 
effects such as anti-apoptotic effect and anti-inflammatory effect. Preferably, VEGF is not 
included in the Angl administration of the present invention. Significant therapeutic effects can 

30 be produced by administering Angl alone without administering VEGF. The phrase "without 
administering VEGF" specifically means that VEGF or a vector encoding VEGF is not 
administered within at least 12 hours, preferably within 24 hours, more preferably within 14 days 
before or after the administration of Angl or an Angl -encoding vector. However, as long as not 
a significant activity of VEGF is detectable after the administration of a small or trace amount of 

35 VEGF or a VEGF-encoding vector, VEGF is considered not to be administered. Vascular 
Endothelial Growth Factor (VEGF) is a growth factor specific to vascular endothelial cells, 
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currently classified into VEGF A, B, C, D, and E, and was reported as the Vascular Permeability 
Factor (VPF) in 1989 (Shibuya M. ? "VEGF receptor and signal transduction" SAISHIN IGAKU 
56:1728-1734, 2001). VEGF A is further divided into six subtypes. Among them, soluble 
VEGF121 and 165, in particular, have a strong vascular proliferation ability and are currently 
5 used in clinic. VEGF of the present invention includes particularly VEGF 165 and VEGF121, 
and preferably various VEGF members comprising VEGF 165 and VEGF121. In particular, the 
therapeutic methods of the present invention are highly effective for ischemic diseases which are 
accompanied by an elevation of the endogenous VEGF level. The expression "endogenous 
VEGF level is elevated" means that the endogenous VEGF level in blood or in local tissues is 

10 higher than in healthy individuals. The endogenous VEGF level is elevated in the 
above-described myocardial infarction, angina pectoris, acute extremity ischemia, injuries 
associated with impaired circulation, amputation, fractures, or such. 

Herein, "ischemic heart diseases" refers to functional abnormality of the heart, or 
cardiac muscle degeneration or necrosis caused by the reduction or disruption of blood supply to 

15 cardiac muscle, and includes specifically angina pectoris, myocardial infarction, and some types 
of cardiomyopathy. Angiogenesis is enhanced and cardiac . functions are improved by 
administering Angl or an Angl -encoding vector into ischemic hearts. The methods of the 
present invention are highly effective for ischemic heart diseases which are accompanied by 
elevation of the endogenous VEGF level, and are appropriately used to treat, for example, angina 

20 pectoris, myocardial infarction, and ischemic cardiomyopathy (Xu, X., et ah (2001) J Thorac 
Cardiovasc Surg. 121: 735-742; Banai, S., et ah (1994) Cardiovasc Res. 28: 1176-1179; Sellke, 
F.W., et ah (1996) Am J Physiol. 271 : H713-720), etc. The ischemic heart disease to which the 
methods of the present invention are most effective is myocardial infarction. 

"Angina pectoris" refers to a clinical syndrome with the main symptom as chest 

25 discomfort caused by transient ischemia, namely lack of oxygen, in the cardiac muscle (Ogawa 
H., "pharmacotherapy for angina pectoris", supplementary volume, Journal of Clinical and 
Experimental Medicine (Igaku no Ayumi); circulatory diseases: 352-355,1996, Eds. Yazaki Y. et 
al. Ishiyaku Publisher Inc.). "Acute myocardial infarction" is an ischemic heart disease, where 
necrosis of the cardiac muscle is caused by obstruction of blood flow in the coronary arteries 

30 (Abu M., and Takano T, Acute myocardial infarction: The latest therapy for circulatory diseases 
2002-2003 II, coronary artery diseases: 37-42, 2002, eds., Shinoyama, S. and Yazaki Y, 
Nankodo Co. Ltd.). 

When treating an ischemic disease according to the present invention, it is preferable 
that neither VEGF nor any other angiogenesis factors or angiogenesis factor-encoding vectors 
35 are administered. An "angiogenesis factor" refers to a factor that is directly or indirectly 
involved in the development, migration, proliferation, or maturation of cells which participate in 
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vascularization. Specifically, vascular endothelial growth factors (VEGFs), fibroblast growth 
factors (FGFs), epithelial growth factor (EGF), hepatocyte growth factor (HGF), 
placenta-derived growth factor (PDGF), monocyte chemoattractant protein- 1 (MCP-1), 
thymidine phosphorylase (TP), angiopoietin, ephrin(Eph), matrix metalloproteinase (MMP), and 
5 tissue inhibitor of metalloproteinase (TIMP) (Kuwano, M. et al. 9 Angiogenesis Int. Med. 40: 
565-572 (2001); Freedman, S. B. et a/., Ann. Intern. Med. 136:54-71 (2002)) are included. The 
phrase "not administered" means a dosage that would lead to a significantly detectable effect of 
such an angiogenesis factor or a dosage higher than that is not administered to an individual. 

Angl or an Angl -encoding vector is administered systemically or locally to ischemic 

10 tissues. Angl does not produce marked adverse effects even when administered at high doses. 
Therefore, ischemia can be treated by administering Angl systemically. Angl or an 
Angl -encoding vector may be introduced directly or via carriers. The carrier should be 
physiologically acceptable, and includes organic substances such as biopolymer and inorganic 
substances such as hydroxy apatite; specifically, collagen matrix, polylactic acid polymer or 

15 copolymer, polyethylene glycol polymer or copolymer, and chemical derivatives thereof. 
Furthermore, the carrier may be mixed compositions of the physiologically acceptable materials 
described above. The vector to be used is not limited as long as it is a physiologically 
acceptable vector, and desired vectors including viral vectors and non- viral vectors can be used. 
The vector can be administered in the form of a vector-treated cell derived from the patient 

20 him/herself. For example, the vector or cells into which the vector has been introduced can be 
administered via intramuscular injection (to cardiac muscle or skeletal muscle) or intravenous 
injection (in vivo and ex vivo administration). Cells which have been administered systemically 
(via intramuscular or intravenous injection) can transfer to lesion sites and enhance the survival 
of ischemic tissues. For example, it has been recently reported that mesenchymal stem cells 

25 (MSCs) not only differentiate into bone cells, cartilage cells, adipocytes, and such, but also retain 
the ability of differentiating into skeletal muscles, cardiac muscles, and neurons. Thus, these 
stem cells are being studied intensively as a cell source for regenerative medicine. Excellent 
therapeutic effects are expected from introducing Ang-1 gene into MSCs according to the present 
invention and using the resulting cells for ischemia treatment. MSCs can be prepared, for 

30 example, by the method described in Tsuda, H. et al Mol Ther 7(3): 354-65 (2003). For local 
administration to the heart, Angl or an Angl -encoding vector can be injected into the cardiac 
muscle. Alternatively, cells into which an Angl -encoding vector has been introduced may be 
transplanted into the cardiac muscle {ex vivo administration). The injection can be achieved 
using manufactured products such as standard medical injectors, and external and indwelling 

35 continuous infusers. 

In the case of a virus, the dosage can be administered, for example, at one or more sites 
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(for example, two to ten sites) in the surviving muscle (skeletal muscle, cardiac muscle, or such) 
surrounding the ischemic site. In the case of an adenovirus, the dosage preferably ranges from, 
for example, 10 10 to 10 13 pfu/body, and more preferably 10 11 to 10 13 pfu/body. The dosage of a 
minus-strand RNA virus preferably ranges from, for example, 2x 10 5 to 5x 10 11 CIU. A naked 
5 DNA can be administered at one or more sites (for example, two to ten sites) in the surviving 
muscle surrounding the ischemic site. The injection dosage per site preferably ranges from, for 
example, 10 fig to 10 mg, and more preferably 100 jug to 1 mg. When performing an ex vivo 
administration of cells into which a vector has been introduced, the vector is introduced into the 
target cells (for example, in a test tube or dish) ex vivo, for example, at a multiplicity of infection 

10 (MOI) of 1 to 500. In the present invention, minus-strand RNA viral vectors have been found 
to introduce foreign genes into mesenchymal cells with exceedingly high efficiency. 
Accordingly, when mesenchymal cells are used in an ex vivo administration, it is preferable to 
use a minus-strand RNA viral vector to introduce genes into the mesenchymal cells. When 
Ang-1 gene-introduced cells are used, for example, 10 5 to 10 9 cells, and preferably 10 6 to 10 8 

15 cells can be transplanted to ischemic tissues. When a protein preparation is used, it may be 
administered at one or more sites (for example, two to ten sites) in the surviving muscle 
surrounding the ischemic site. The dosage preferably ranges from, for example, 1 jag/kg to 10 
mg/kg, and more preferably 10 |ig/kg to 1 mg/kg. Alternatively, the vector or the protein 
preparation may be administered, for example, several times (one to ten times) to the artery that 

20 leads to the ischemic tissue (for example, the coronary artery of an ischemic heart). In such 
cases, when a protein preparation is used, the dosage per site preferably ranges from, for 
example, 1 jxg/kg to 10 mg/kg, and more preferably 10 |ig/kg to 1 mg/kg. A vector or protein 
preparation may be administered intravenously several times (one to ten times) or it may be 
administered continuously. In such cases, when a protein preparation is used, the total dosage 

25 preferably ranges from, for example, 1 |ag/kg to 10 mg/kg, and more preferably 10 fxg/kg to 1 
mg/kg. When a vector is used, it may be administered at the same dosage as described above 
for the intramuscular injection. See, Freedman SB et al. Ann Intern Med 136:54-71 (2002), for 
dosage. 

However, the vector dosage may vary depending on patient's weight, age, sex, and 
30 symptoms; dosage form of the composition to be administered; method of administering the 
vector; and so on. Those skilled in the art can appropriately adjust the dosage. The frequency 
of administration may range from one to several times within clinically acceptable limits of 
adverse effects. There may be one or more site of administration. The per kg dosage for 
non-human animals may be the same as that for human, or can be alternatively converted from 
35 the above-described dosage, for example, based on the volume ratio (for example, average value) 
between the ischemic organs (such as heart) of the subject animal and human. Animals 
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subjected to the treatments of the present invention include human and other desired mammals, 
specifically, human, monkey, mouse, rat, rabbit, sheep, cow, and dog. 

The therapeutic methods of the present invention can be conducted singly or in 
combination with other standard or advanced methods. For example, the methods of the 
5 present invention for treating ischemic heart diseases can be used preferably in combination with 
surgical revascularization, such as percutaneous transluminal coronary angioplasty (PTCA) or 
coronary artery bypass graft (CABG). Combined use with the therapeutic methods of the 
present invention can actively improve cardiac functions and reduce the period confined to bed. 
Treatments using Angl of the present invention are also expected to be more effective when used 

10 in combination with therapeutic methods that enhance remodeling in the infarcted region, for 
example, regeneration of infarcted myocardium. While the Angl gene therapy increases the 
infarct thickness, it has a relatively weak effect on improving the diastolic parameters such as 
LVAd and Edd, whose improvements are seen at the same time that a deficiency of the absolute 
mass of cardiac muscle is improved through combined use of cell therapy or such. The 

15 improvement by Angl of systolic volume, ejection fraction, and so on, is assumed to prevent the 
hypofunction of peri-infarct muscle by increasing the vascular density in the surviving cardiac 
muscle such as peri-infarct muscle, and then to also improve functions of the cardiac muscle by 
enhancing the compensatory hypertrophy of the surviving cardiac muscle. Therefore, it is 
preferable to combine its use with a cell therapy which compensates for the deficiency of the 

20 absolute mass of cardiac muscle, when considering transplantation of fetal cardiac muscle, ES 
cells, myoblasts, mesenchymal cells, or such, or induction of cell migration to infarcted sites. It 
is also useful to enhance the therapeutic effect on ischemic tissues by ex vivo introduction of 
Ang-1 gene into these cells. 

The present invention also provides therapeutic agents comprising Angl or an 

25 Angl -encoding vector for ischemic heart diseases. The present invention also provides uses of 
Angl or an Angl -encoding vector in administering to ischemic hearts for the treatment of 
ischemic heart diseases. Furthermore, the present invention also provides uses of Angl or an 
Angl -encoding vector in producing therapeutic agents for ischemic heart diseases, which are 
used to administer Angl or an Angl -encoding vector to ischemic hearts. In particular, the 

30 present invention provides therapeutic agents comprising Angl or an Angl -encoding vector for 
ischemic heart diseases, to administer Angl or an Angl-encoding vector to ischemic hearts 
without the administration of VEGF or a VEGF vector. In addition, the present invention also 
provides uses of Angl or an Angl-encoding vector for the treatment of ischemic heart diseases, 
in which Angl or an Angl-encoding vector is administered to ischemic hearts without the 

35 administration of VEGF or a VEGF vector. Furthermore, the present invention also provides 
uses of Angl or an Angl-encoding vector in producing therapeutic agents for ischemic heart 
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diseases, which are used to administer Angl or an Angl -encoding vector to ischemic hearts 
without the administration of VEGF or a VEGF vector. Regarding the therapeutic agents and 
uses described above, it is preferable that neither VEGF nor any other angiogenesis factors or 
angiogenesis factor-encoding vectors are administered. Furthermore, Angl or an 
5 Angl -encoding vector is preferably formulated for local administration to ischemic hearts. For 
example, such a formulation is preferably administered by injection into the cardiac muscle. 
The Angl -encoding vector is preferably a viral vector or a naked DNA that encodes Angl. The 
viral vector is not particularly limited, but adenoviral vectors and minus-strand RNA viral 
vectors are particularly preferable. The naked DNA includes plasmids, which may be circular 

10 or linear. Preferably, the plasmid does not contain SV40ori. The vector promoter which 
drives the transcription of Angl preferably has strong transcriptional activity. For example, a 
CA promoter can be used suitably. 

The present invention also relates to kits for treating ischemic heart diseases, which 
comprise: (a) Angl or an Angl -encoding vector, and (b) a recording medium containing a 

15 description of instruction that VEGF or a VEGF vector should not be administered when Angl 
or an Angl -encoding vector is administered, or a link to the description. The kits are to be used 
for treating at least one of ischemic heart diseases including myocardial infarction and angina 
pectoris. The kits of the present invention are preferably used to treat angina pectoris and/or 
acute myocardial infarction. The kits comprise the Angl or the Angl -encoding vector 

20 described above. The Angl -encoding vector is preferably a naked DNA or a viral vector that 
encodes Angl. The viral vector is not particularly limited, but adenoviral vectors and 
minus-strand RNA viral vectors, in particular, are preferred. The Angl or Angl -encoding 
vector in the kits may be a composition that comprises in addition to Angl, a desired 
pharmaceutically acceptable carrier and/or additive. For example, the composition may 

25 comprise sterilized water, physiological saline, a standard buffer (such as phosphoric acid, citric 
acid, and other organic acids), a stabilizer, salt, an antioxidant (such as ascorbic acid), a detergent, 
a suspending agent, an isotonizing agent, or a preservative. For local administration, the Angl 
or Angl -encoding vector is preferably combined with an organic substance such as biopolymer, 
an inorganic substance such as hydroxyapatite, specifically collagen matrix, polymer or 

30 copolymer of polylactic acid, polymer or copolymer of polyethylene glycol, and derivatives 
thereof. In a preferred embodiment, the Angl or Angl -encoding vector is prepared in a dosage 
form suitable for injection. For this purpose, the Angl or Angl -encoding vector is preferably 
dissolved in a pharmaceutically acceptable aqueous solution, or is preferably a soluble freeze-dry 
formulation or such. The kits of the present invention may further comprise a desired 

35 pharmaceutically acceptable carrier that can be used to dissolve or dilute the Angl or 
Angl -encoding vector. Such a carrier includes, for example, distilled water and physiological 



WO 2004/074494 



saline. 

The present invention also provides therapeutic agents for ischemic diseases, 
comprising an Angl -encoding viral vector. The present invention also provides uses of an 
Angl -encoding viral vector for the treatment of ischemic diseases. In addition, the present 
5 invention provides uses of an Angl -encoding viral , vector for the production of therapeutic 
agents for ischemic diseases, wherein the therapeutic agents comprises the Angl -encoding viral 
vector. In particular, the present invention provides therapeutic agents for ischemic diseases, 
comprising an Angl -encoding viral vector and which are used to administer the Angl viral 
vector to an individual with ischemia without the administration of VEGF or a VEGF vector. 

10 In addition, the present invention provides uses of an Angl -encoding viral vector for the 
treatment of ischemic diseases, in administering the Angl viral vector to an individual with 
ischemia without the administration of VEGF or a VEGF vector. Furthermore, the present 
invention provides uses of the Angl viral vector in producing therapeutic agents for ischemic 
diseases, which are used to administer the Angl -encoding viral vector to an individual with 

1 5 ischemia without the administration of VEGF or a VEGF vector. In the therapeutic agents and 
uses described above, neither VEGF nor any other angiogenesis factors or vectors encoding these 
factors are preferably administered. Furthermore, the Angl -encoding viral vector is preferably 
formulated for local administration to ischemic tissues. The preferable viral vectors that can be 
used are adenoviral vectors and minus-strand RNA viral vectors. 

20 The present invention also relates to kits for treating ischemic diseases, which comprise 

(a) an Angl -encoding viral vector, and (b) a recording medium containing a description of 
instruction that VEGF or a VEGF vector should not be administered when the Angl -encoding 
viral vector is administered, or a link to the description. The kits are kits for treating at least 
one of ischemic heart diseases such as myocardial infarction and angina pectoris, and ischemic 

25 diseases such as extremity ischemia, injuries associated with impaired circulation, traumatic 
injuries including amputation, and fractures. The kits comprise the Angl -encoding viral vector 
described above. The viral vector is not particularly limited, but adenoviral vectors and 
minus-strand RNA viral vectors are particularly preferred. The Angl -encoding viral vector in 
the kits may be a composition that comprises in addition to the vector, a desired 

30 pharmaceutically acceptable carrier and/or additive. For example, the composition may 
comprise sterilized water, physiological saline, a standard buffer (such as phosphoric acid, citric 
acid, and other organic acids), a stabilizer, salt, an antioxidant (such as ascorbic acid), a detergent, 
a suspending agent, an isotonizing agent, or a preservative. For local administration, the vector 
is preferably combined with an organic substance such as biopolymer, an inorganic substance 

35 such as hydroxyapatite, and specifically collagen matrix, polylactic acid polymer or copolymer, 
polyethylene glycol polymer or copolymer, and derivatives thereof. In a preferred embodiment, 
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the Angl -encoding viral vector is prepared in a dosage form suitable for injection. For this 
purpose, the Angl -encoding viral vector is preferably dissolved in pharmaceutically acceptable 
aqueous solution, or is preferably a soluble freeze-dry formulation or such. The kits of the 
present invention may further comprise a desired pharmaceutically acceptable carrier that can be 
5 used to dissolve or dilute the Angl -encoding viral vector. Such carriers include, for example, 
distilled water and physiological saline. 

The kits of the present invention comprise a recording medium containing a description 
of instruction that VEGF or a VEGF vector should not be administered when Angl or ah 
Angl -encoding vector is administered, or a link to the description. "Instruction that VEGF or a 

10 VEGF vector should not be administered" refers to, for example, a description of instruction or 
recommendation that the administration of VEGF or a VEGF should be contraindicated or 
avoided. Specifically, the description instructs that VEGF or a vector encoding VEGF should 
not be administered within at least 12 hours before or after administering Angl or an 
Angl -encoding vector. Preferably, the description instructs that VEGF or a vector encoding 

15 VEGF should not be administered within 24 hours, more preferably within 14 days before and 
after the administration of Angl or an Angl -encoding vector. VEGF includes VEGF 165 and 
VEGF 121, in particular, and preferably various members of VEGF including VEGF 165 and 
VEGF121. The kits of the present invention preferably include a description of a 
therapeutically effective amount of Angl or an Angl -encoding vector to be administered to 

20 affected individuals, or a link to the description. The recording medium includes desired 
recording media, for example, print media such as paper and plastic, and computer-readable 
recording media such as flexible disc (FD), compact disc (CD), digital video disc (DVD), and 
semiconductor memory. A typical example of the recording medium is an instruction attached 
to the kits. "Link" means that the description, which instructs that VEGF121 should not be 

25 administered when Angl or an Angl -encoding vector is administered, is linked via a mark or the 
like in the kits so that the mark provides a shortcut to the description, rather than being directly 
enclosed in the kits. For example, the instruction may give directions or suggestions to refer to 
an attached sheet or URL when the description is contained in the attached sheet or URL. 

Introduction of genes into mesenchymal cells using the minus-strand RNA viral vector 

30 is described below. The mesenchymal cells of the present invention refer to preferably bone 
marrow cells (the mononuclear cell fraction component of bone marrow cells), cord blood cells 
or peripheral blood cells, mesenchymal stem cells, cells derived from these cells or such. The 
mesenchymal cells of the present invention also include, for example, cells associated with 
mesenchyme, and mesodermal stem cells. Even if a cell that is described herein as a 

35 "mesenchymal cell" is classified into a non-mesenchymal cell in future, the cell can be suitably 
used in the present invention. 
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The bone marrow contains two stem cell types: hematopoietic stem cell and 
"mesenchymal stem cell (MSC)". Herein, "stem cell" typically refers to an undifferentiated 
cell that has both the abilities of self-reproduction and differentiation into cells with particular 
functions in the physiological process of proliferation and differentiation of cells constituting the 
5 living body. "Hematopoietic stem cell" refers to a stem cell that differentiates into an 
erythrocyte, leukocyte, or platelet. A mesenchymal stem cell may differentiate into neuron, 
cardiovascular system, internal organ, bone, cartilage, fat, or muscle. 

In the present invention, mesenchymal stem cells are mainly used; however 
hematopoietic stem cells and other stem cells (precursor cells) in the body may also be used. 
10 The mesenchymal stem cells can be obtained by separation from bone marrow cells collected 
from the bone marrow. Like the mesenchymal stem cells, bone marrow cells containing the 
mesenchymal stem cells, although less effective, can also be used in the therapy. 

Furthermore, it is also possible that mesenchymal stem cell-like cells can be prepared 
from the peripheral blood. Thus, cells that have functions equivalent to those of the 
15 mesenchymal stem cells can be prepared by culturing cells in the peripheral blood and used in 
the present invention. 

Herein, "mesodermal stem cell" refers to a cell that constitutes tissues which are 
classified as mesoderm embryologically including a blood cell. Furthermore, "mesodermal 
stem cell" refers to a cell that can make (divide or proliferate into) copies of cells with the same 

20 ability as itself, and which can differentiate into all types of cells that constitute mesodermal 
tissues. The mesodermal stem cell comprises, but is not limited to, those cells with markers 
such as SH2(+), SH3(+), SH4(+), CD29(+), CD44(+), CD14(-), CD34(-), and CD45(-). 
Furthermore, the so-called "mesenchyme-associated stem cells" are also included in the 
mesodermal stem cells of the present invention. 

25 The above mesenchyme-associated cells refer to mesenchymal stem cells, mesenchymal 

cells, precursor cells of mesenchymal cells, and cells derived from mesenchymal cells. 

"Mesenchymal stem cells" refer to stem cells that can be obtained, for example, from 
the bone marrow, peripheral blood, skin, hair root, muscle tissue, uterine endometrium, blood, 
cord blood, and primary cultures of various tissues. Cells having functions equivalent to the 

30 mesenchymal stem cells, which can be obtained by culturing cells in the peripheral blood, are 
also included in the mesenchymal stem cells of the present invention. 

The preferred mesenchymal cells of the present invention include bone marrow cells 
and bone marrow stem cells (mesenchymal stem cells). In addition, examples of the preferred 
cells of the present invention are cord blood cells, peripheral blood cells, and fetal hepatocytes. 

35 In a preferred embodiment of the present invention, bone marrow cells, cord blood cells, 

peripheral blood cells, and fetal hepatocytes include cell fractions separated from the bone 
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marrow, cord blood, peripheral blood, or fetal liver, and cell fractions that can differentiate into 
cells of the cardiovascular system or myocardial cells. 

In another embodiment, the cell fraction contains mesodermal liver cells with SH2(+), 
SH3(+), SH4(+), CD29(+), CD44(+), CD14(-), CD34(-), and CD45(-). 
5 In addition to the above, the cell fractions of the present invention include a cell fraction 

that contains interstitial cells comprising the following cell markers: Lin(-), Sea- 1(4-), CD10(+), 
CD11D(+), CD44(+) 5 CD45(+), CD71(+), CD90(+), CD105(+), CDwl23(+), CD127(+), 
CD164(+), fibronectin(+), ALPH(+), and collagenase-l(+); and a cell fraction containing cells 
with the AC133(+). 

10 The bone marrow cells, cord blood cells, or peripheral blood cells (cell fractions) of the 

present invention are typically derived from vertebrates. The cells are preferably derived from 
mammals (for example, mouse, rat, rabbit, pig, dog, monkey, and human), but are not limited 
thereto. 

In the present invention, mesenchymal cells into which the Angl gene had been 
15 introduced were found to produce a stronger therapeutic effect on ischemia as compared with 
non-genetically modified mesenchymal cells. Thus, useful cells for treating ischemia can be 
prepared by introducing an exogenous Angl gene into mesenchymal cells. Angiogenesis and 
revascularization in ischemic tissues can be enhanced by administering these cells to the 
ischemic tissues. Angl gene can be introduced into mesenchymal cells using the plasmid 
20 vector described above, other naked DNAs, or viral vectors. The vector promoter is preferably 
a high efficiency promoter so that Angl is expressed at high levels in tissues to which the vector 
has been administered. The CA promoter described above is used preferably. In other 
preferred embodiments, Angl gene is introduced into mesenchymal cells using a viral vector. 
A particularly preferred viral vector includes an adenoviral vector and a minus-strand RNA viral 
25 vector. The minus-strand RNA viral vector is most preferably used. Angl gene can be 
expressed at exceedingly high levels in the mesenchymal cells by using a minus-strand RNA 
viral vector. 

To introduce a gene into mesenchymal cells using a viral vector, mesenchymal cells are 
contacted with the viral vector carrying the gene to be introduced. The vector can be contacted 

30 with mesenchymal cells in vivo or in vitro, for example, in a desired physiological aqueous 
solution such as culture solution, physiological saline, blood, plasma, serum, and body fluids. 
In case of an in vitro introduction, the multiplicity of infection (MOI; the number of infecting 
virus particles per cell) is preferably adjusted within the range of 1 to 500, more preferably 1 to 
300, even more preferably 1 to 200, still more preferably 1 to 100, and yet still more preferably 1 

35 to 70. For example, the infection can be conducted by combining the viral vector with a cell 
fraction containing mesenchymal cells. When a minus-strand RNA viral vector is used, it is 
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sufficient to contact the mesenchymal cells with the only vector in a brief period for infection. 
The contact time can bel minute or longer, preferably 3 minutes or longer, 5 minutes or longer, 
10 minutes or longer, or 20 minutes or longer, for example, about 1 to 60 minutes, and more 
specifically about 5 to 30 minutes. Needless to say, the contact may be continued for a longer 
5 time, for example, 24 hours, or several days or longer. The contact can be achieved in vivo or 
ex vivo. For example, in ex vivo gene introduction that involves contacting a viral vector ex 
vivo with mesenchymal cells removed from the body and returning the cells to the body, gene 
introduction methods which utilize a minus-strand RNA viral vector and thereby require a short 
contact between the vector and mesenchymal cells are preferably used. Mesenchymal cells into 

10 which a gene associated with angiogenesis has been introduced by the methods of the present 
invention are useful in gene therapy for cardiac ischemia, extremity ischemia, and so on. 

The mesenchymal cells can be prepared, for example, according to the method 
described in Tsuda, H. et ah Mol Ther 7(3): 354-65 (2003). As for the culturing of human 
mesenchymal cells, see the description in Kobune M, et al, Hamada H, Telomerized human 

15 multipotent mesenchymal cells can differentiate into hematopoietic and cobblestone 
area-supporting cells Exp. Hematol Exp Hematol. 31 (8):7 15-22, 2003. The prepared cells may 
be used for therapy immediately, or after being cultured in vitro to about 10 to 40 population 
doublings (PD). 

More specifically, a cell fraction containing mesenchymal cells can be prepared by, for 

20 example, fractionation of bone marrow cells or cord blood cells collected from vertebrate by 
performing density gradient centrifugation at 2,000 rpm for long enough to separate the cells 
based on their specific gravity in the solution, and then collecting the cell fractions with a certain 
specific density in the range of 1.07 g/ml to 1.1 g/ml. Herein, the phrase "long enough to 
separate the cells based on their specific gravity" refers to a sufficient period of time which 

25 allows the cells to settle in a position that corresponds to their own specific gravity in the 
solution used for the density gradient centrifugation. The period of time typically ranges from 
about 10 minutes to 30 minutes. The specific gravity of the cell fraction to be collected 
preferably ranges from 1.07 g/ml to 1.08 g/ml (for example, 1.077 g/ml). Solutions to be used 
for the density gradient centrifugation include, but are not limited to, Ficoll solution and the 

30 Percoll solution. Alternatively, cord blood cells collected from vertebrate by the same 
procedure described above may be used as a cell fraction. 

A specific example involves first mixing a solution (2 ml L-15 + 3 ml Ficoll) with a 
bone marrow fluid (5 \\\ to 10 \x\) collected from vertebrate, and centrifuging the resulting 
mixture at 2,000 rpm for 15 minutes to separate a mononuclear cell fraction (about 1 ml). The 

35 cells were then washed by mixing the mononuclear cell fraction with a culture solution (2 ml of 
DMEM), and centrifuging the mixture at 2,000 rpm for 15 minutes for the second time. The 
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supernatant is then discarded, and the precipitated cells are collected. In addition to the 
thighbone, the cell fractions of the present invention have sources including the sternum, and the 
iliac bone which constitutes the pelvis. The cell fractions can be obtained not only from these 
bones but also from other large bones. The cell fractions can be also collected from bone 
marrow fluids or cord blood stored in bone-marrow banks. When cord blood cells are used, the 
cell fraction can be collected from cord blood stored in bone-marrow banks. 

In another embodiment of the present invention, the cell fraction is a mononuclear cell 
fraction isolated and purified from bone marrow cells, cord blood cells, or peripheral blood cells, 
comprising mesodermal stem cells (mesenchymal stem cells) that can differentiate into cells of 
the cardiovascular system. Cell fractions containing mesodermal stem cells can be obtained by 
selecting cells with cell surface markers, such as the above SH2, from the above-mentioned cell 
fractions, for example, from bone marrow cells, cord blood cells, or peripheral blood cells. 

A cell fraction containing mesodermal stem cells (mesenchymal stem cell) that can 
differentiate into cells of the cardiovascular system can be prepared by fractionation of bone 
marrow cells and cord blood cells collected from vertebrate, by performing density gradient 
centrifugation at 900 g for long enough to separate the cells based on their specific gravity in the 
solution, followed by collecting cell fractions with a particular specific density in the range of 
1.07 g/ml to 1.1 g/ml. Herein, the phrase "long enough to separate the cells based on their 
specific gravity" refers to a sufficient period of time that allows the cells to settle in a position 
corresponding to their own specific gravity in the solution used for density* gradient 
centrifugation. The time typically ranges from about 10 minutes to about 30 minutes. The 
specific gravity of the cell fraction to be collected can vary depending on the type of animal 
species (for example, human, rat, and mouse) from which the cells are derived. Solutions for 
the density gradient centrifugation include Ficoll solution and Percoll. solution, but are not 
limited thereto. 

A specific example involves first mixing the bone marrow fluid (25 ml) or cord blood 
collected from vertebrate with an equal volume of PBS, centrifuging the resulting mixture at 
900g for 10 minutes, and mixing the precipitated cells with PBS (the cell density is about 4x 10 7 
cells /ml) to remove the blood component. A 5-ml aliquot of the cells is then mixed with a 
Percoll solution (1.073 g/ml), followed by centrifugation of the mixture at 900 g for 30 minutes 
to separate the mononuclear cell fraction. The mononuclear cell fraction is mixed with a 
culture medium (DMEM containing 10% FBS and 1% antibiotic-antimycotic solution) for cell 
washing. The mixture is centrifuged at 2,000 rpm for 15 minutes and the supernatant is 
discarded. The precipitated cells are collected and cultured (at 37°C with 5% C0 2 in air). 

In another embodiment of the present invention, the cell fraction is a mononuclear cell 
fraction separated from bone marrow cells or cord blood cells, containing interstitial cells that 
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can differentiate into cells of the cardiovascular system. The interstitial cells are, for example, 
cells with the markers: Lin(-), Sca-1(+), CD10(+), CD11D(+), CD44(+), CD45(+), CD71(+), 
CD90(+), CD105(+), CDW123(+), CD127(+), CD164(+), fibronectin(-h), ALPH(+), and 
collagenase-l(+). The cell fraction containing interstitial cells can be obtained, for example, by 
5 selecting cells with cell surface markers, such as Lin, from the above-described cell fractions 
obtained from bone marrow cells or cord blood cells by centrifugation. 

Alternatively, the cell fraction can be prepared by fractionation of bone marrow cells or 
cord blood cells collected from vertebrate, by performing density gradient centrifugation at 800 g 
for long enough to separate the cells based on their specific gravity in the solution, followed by 

10 collecting cell fractions with a particular specific density in the range of 1.07 g/ml to 1.1 g/ml. 
Herein, the phrase "long enough to separate the cells based on their specific gravity" refers to a 
sufficient period of time that allows the cells to settle in a position corresponding to their own 
specific gravity in the solution used in the density gradient centrifugation. The period of time 
typically ranges from about 10 minutes to about 30 minutes. The specific gravity of the cell 

15 fraction to be collected preferably ranges from 1.07 g/ml to 1.08 g/ml (for example, 1.077 g/ml). 
Solutions used in the density gradient centrifugation include, but are not limited to, Ficoll 
solution and Percoll solution. 

A specific example involves first mixing a bone marrow fluid or cord blood collected 
from vertebrate with an equal volume of the solution (PBS containing 2% BSA, 0.6% sodium 

20 . citrate, and 1% penicillin-streptomycin), and mixing a 5-ml aliquot of the cell sample with a 
Ficoll/Paque solution (1.077 g/ml). The resulting mixture is then centrifuged at 800 g for 20 
minutes to separate a mononuclear cell fraction. The mononuclear cell fraction is then mixed 
with a culture solution (Alfa MEM containing 12.5% FBS, 12.5% horse serum, 0.2% i-inositol, 
20 mM folic acid, 0.1 mM 2-mercaptoethanol, 2 mM L-glutamine, 1 jaM hydrocortisone, and 1% 

25 antibiotic-antimycotic solution). The resulting mixture is then centrifuged at 2,000 rpm for 15 
minutes, and the supernatant is discarded. The precipitated cells are collected and cultured (at 
37°C with 5% C0 2 in air). 

In another embodiment of the present invention, the cell fraction is a mononuclear cell 
fraction separated from bone marrow cells, cord blood cells, peripheral blood cells, or fetal 

30 hepatocytes, and that contains cells which comprise the AC133(+) marker and can differentiate 
into cells of the cardiovascular system. The cell fraction can be obtained, for example, by 
selecting cells with the above cell surface marker AC133(+) from the above-described cell 
fractions, which are obtained from bone marrow cells, cord blood cells, or peripheral blood cells 
by centrifugation. 

35 In another embodiment, the cell fraction can be prepared by fractionation of fetal 

hepatocytes collected from vertebrate, by performing density gradient centrifugation at 2,000 
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rpm for long enough to separate the cells based on their specific gravity in the solution, followed 
by collecting cell fractions with a specific density in the range of 1.07 g/ml to 1.1 g/ml and then 
collecting cells with the marker AC133(+) from the cell fractions. Herein, the phrase "long 
enough to separate the cells based on their specific gravity" refers to a sufficient period of time 
5 that allows the cells to settle in a position corresponding to their own specific gravity in the 
solution used for the density gradient centrifugation. The period of time typically ranges from 
about 10 minutes to about 30 minutes. Solutions used in the density gradient centrifugation 
include, but are not limited to, Ficoll solution and Percoll solution. 

A specific example involves first washing liver tissues collected from vertebrate in an 

10 L-15 solution, followed by enzyme treatment (in L-15 solution comprising 0.01% DNasel, 
0.25% trypsin, and 0.1% collagenase at 37°C for 30 minutes). The tissues are separated into 
single cells by pipetting. These single hepatocytes are centrifuged by the same procedure used 
to prepare the mononuclear cell fraction from the thigh bone. The obtained cells are washed, 
and then AC133(+) cells are collected from the washed cells using an anti-AC133 antibody. 

1 5 Thus, cells that can differentiate into cells of the cardiovascular system can be prepared from 
fetal hepatocytes. The collection of AC133(+) cells using an antibody can be achieved by using 
magnetic beads or a cell sorter (FACS and so on). 

The cells comprised in the aforementioned cell fraction that can differentiate into cells 
of the cardiovascular system include, but are not limited thereto, mesodermal stem cells 

20 (mesenchymal stem cells), interstitial cells, and AC 133 -positive cells in the cell fractions 
described above. 

The present invention also relates to methods for producing genetically modified oral 
squamous cells, comprising the step of contacting oral squamous cells with a minus-strand RNA 
viral vector. Furthermore, the present invention also relates to methods for producing 

25 genetically modified macrophages, comprising the step of contacting macrophages with a 
minus-strand RNA viral vector that carryies a gene. The present invention also relates to 
methods for producing genetically modified dendritic cells, comprising the step of contacting 
dendritic cells with a minus-strand RNA viral vector that carryies. a gene. It was found that a 
minus-strand RNA viral vector can introduce genes into oral squamous cells, macrophages, and 

30 dendritic cells with an exceedingly higher efficiency, compared with an adenoviral vector which 
is generally expected to express high levels of an introduced gene. Thus, a minus-strand RNA 
viral vector is highly useful to introduce genes into oral squamous cells (including oral squamous 
carcinoma cells), macrophages, and dendritic cells. Specifically, the present invention relates to 
(i) methods for producing genetically modified oral squamous cells, comprising the step of 

35 contacting oral squamous cells with a minus-strand RNA viral vector carrying a gene; (ii) 
methods for producing genetically modified macrophages, comprising the step of contacting 
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dendritic cells with a minus-strand RNA viral vector carrying a gene, and (iii) methods for 
producing genetically modified macrophages, comprising the step of contacting dendritic cells 
with a minus-strand RNA viral vector carrying a gene. Furthermore, the present invention also 
relates to genetically modified cells produced by the methods described above. Such a genetic 
5 modification of cells is useful for regulating the immune system in gene therapy for oral 
squamous cell carcinoma and gene therapy for cancers and immune diseases. 

Brief Description of the Drawings 

Fig. 1 is a graph showing the expression of LacZ gene, whose introduction was 

10 mediated by an adenovirus, in normal or infarcted rat hearts. An adenoviral vector (lx 10 9 to 
lx 10 10 opu) carrying E. coli p-galactosidase gene was injected into the anterior cardiac wall of 
normal or infarcted rat hearts. The rats were sacrificed on 5 day after the gene introduction. 
The excised hearts were homogenized with a tissue lysis buffer. The P-galactosidase activity of 
the heart homogenates was assayed. Open bars indicate sham-operated hearts (normal) and 

15 gray bars indicate infarcted hearts. 

Fig.2 presents photographs showing the distribution of LacZ-positive areas in the 
sham-operated rat hearts or the infarcted hearts. (A) An overall view of the X-gal-stained 
hearts. Top panel: normal (sham-operated) hearts in which AxCAZ3 (lx 10 10 opu) was injected 
into the cardiac muscle; Middle panel: infarcted hearts into which physiological saline was 

20 injected; Bottom panel: infarcted hearts in which AxCAZ3 (lx 10 10 opu) was injected into the 
cardiac muscle. The left-hand side images in each panel are views from the right ventricular 
side; central images in each panel are views from the abdominal side (frontal view); right-hand 
side images in each panel are views from the left ventricular side. Solid arrows (yellow) 
indicate the ligation sites in the left coronary artery (LAD), and broken arrows (white) indicate 

25 the injection sites. The regions marked by arrowheads (red) indicate the infarcted regions in 
cardiac muscles. (B) Cross sectional view of the X-gal-stained hearts with myocardial 
infarction. The infarcted hearts were cut horizontally at a midpoint position between the 
ligation site and the cardiac apex, and at a one-quarter position from the bottom. The pale gray 
areas are the infarcted regions; the dark gray areas are the X-gal-positive cardiac muscle. LV: 

30 the left ventricle; RV: the right ventricle. 

Fig. 3 presents photographs showing the adenovirus-mediated expression of Angl in 
sham-operated hearts and infarcted hearts. Expression of human Angl -specific mRNA in the 
normal and infarcted hearts was examined by PCR five days after the gene introduction. (A) 
Human Angl -specific expression. Lane 1 : a 1 00-base pair DNA ladder as a length marker; lane 

35 2: positive control (HeLa cells infected with AxCAhAngl); lane 3: normal hearts; lane 4: hearts 
injected with AxCAZ3; lane 5: normal hearts injected with AxCAhAngl; lane 6: infarcted 
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hearts injected with AxCAhAngl. (B) The expression of rat GAPDH as an internal control in 
corresponding cells and tissues. The most intense band in the length marker corresponds to 500 
base pairs. 

Fig. 4 presents graphs and a photograph showing the capillary density in various regions 
5 of infarcted hearts. The CD34-positive capillary density was determined for each region (A: 
infarcted wall; B: septal wall; and C: boundary region adjacent to the infarcted region). The 
number of capillaries stained with an anti-CD34 monoclonal antibody was counted in a blind 
manner. The capillary density is indicated in number/mm 2 unit. * : pO.Ol . 

Fig. 5 presents photographs showing the histological findings of sham-operated hearts 
10 and infarcted hearts. The hearts were excised four weeks after myocardial infarction and then 
subjected to Masson's trichrome staining (A-D) ? and immunostaining with an anti-CD34 
monoclonal antibody (E-H) and an anti-a-SMA monoclonal antibody (I-L). The sham-operated 
hearts (A, E, and I); physiological saline controls (B, F, and J); adenovirus controls (C, G, and 
K); Angl -treated hearts (D, H, and L) are shown. Bar represents 50 pm. 
15 Fig. 6 presents photographs of the long axis views at end-systole and end-diastole from 

echocardiography. The cardiac functions were evaluated four weeks after myocardial infarction 
by echocardiography. The photographs show the long axis views obtained by two-dimensional 
echocardiography. Top panels: end-systole; Bottom panels: diastole. Areas between the two 
arrowheads correspond to the infarcted anterior walls. The areas marked with broken lines 
20 correspond to the left ventricular lumen. 

• Fig. 7 presents photographs showing the necrosis-suppressing effect by an 
Angl -expressing adenoviral vector, which had been administered alone to a mouse model of 
acute lower limb ischemia. 

Fig. 8 presents graphs showing the expression of LacZ in rat skeletal muscles (A) and 
25 hearts (B) as a result of the injection of naked DNA. An indicated amount of plasmid (20 jag) 
was injected into the. femoral muscle of the lower limb or cardiac apex (n=4). P-gal activity 
was assayed using Galacto-light plus kit four days after the plasmid injection and is shown as ng 
activity of LacZ in muscle or heart. Bar represents the standard error. 

Fig. 9 is a graph showing a comparison of the LacZ expression levels by the injection of 
30 naked DNA and the injection of an adenoviral vector into rat hearts. Either 20 jug of pCAZ2 or 
AxCAZ3 in various amounts was injected into cardiac muscles. Bar represent the standard 
error (n=4). 

Fig. 10 presents graphs showing effects of the gene introduced into myocardial cells 
using an adenoviral (Ad) vector or a Sendai virus (SeV) vector. An adenoviral vector 
35 (AxCAZ3) or a SeV vector (SeVAngl), both encoding LacZ, was introduced into rat myocardial 
cells at varying MOIs and time of infection. The expression level of p-galactosidase was 
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determined. 

Fig. 11 presents graphs showing the gene introduction into cardiac muscle using an 
adenoviral vector or a Sendai viral vector via in vivo administration. The expression levels of 
the reporter gene were determined three days after the LacZ-expressing AdV or SeV was 
5 administered to the cardiac muscle. 

Fig. 12 is a graph showing the organ distribution of gene expression by intravenous or 
intramyocardial administration of the Ad or SeV vector. SeVLacZ and AxCAZ3 were 
administered via the penile vein of normal rats at lx 10 8 CIU and lx 10 10 opu, respectively. 
The organs were excised 72 hours later and the expression levels of LacZ in the organs were 
1 0 determined. The expression levels of LacZ in the respective organs were also determined after 
intramyocardial administration of the SeV vector. 

Fig. 13 presents graphs showing the therapeutic effect on myocardial infarction resulted 
from introduction of the Angl gene into infarcted rat hearts using a SeV vector. 5x 10 7 CIU of 
SeVAngl was injected evenly at two sites in the anterior wall of the left ventricle surrounding the 
1 5 LAD perfusion area. The size and thickness of infarcts determined after four weeks are shown. 

Fig. 14 presents graphs showing the therapeutic effect on myocardial infarction resulted 
from introduction of Angl gene into infarcted rat hearts using a SeV vector. 5x 10 7 CIU of 
SeVAngl was injected evenly at two sites in the anterior wall of the left ventricle surrounding the 
LAD perfusion area. Vascular densities of the cardiac muscle determined after four weeks are 
20 shown. 

Fig. 15 is a graph showing the therapeutic effect of introducing Angl gene with a SeV 
vector in a rat model of lower limb ischemia. 5x 10 7 CIU of SeVAngl was administered to rats 
treated with femoral artery ligation at two sites on the rectus femoris muscle. The blood flows 
were analyzed by laser Doppler blood-flow imaging for two weeks following ischemia. The 
25 ratios between the blood flow in ischemic lower limbs and that in normal lower limbs (tissue 
blood flow ratio: ischemic limb blood flow/ normal limb blood flow) are shown. 

Fig. 16 is a graph showing gene introduction into mesenchymal cells (MSC) using an 
adenoviral (Ad) vector or a Sendai virus (SeV) vector. An adenoviral vector (AxCAZ3) or a 
SeV vector (SeVAngl), both encoding LacZ, was introduced into rat MSCs at various MOIs. 
30 The p-galactosidase expression was assayed. 

Fig. 1 7 presents photographs showing X-gal-stained MSCs, into which the LacZ gene 
had been introduced using an adenoviral (Ad) vector or a Sendai virus (SeV) vector. 

Fig. 18 is a graph showing the therapeutic effect using Angl -introduced MSCs towards 
the treatment of limb ischemia . 
35 Fig. 19 presents graphs and photographs showing a comparison between the gene 

introduction into a cell line mediated by a SeV vector and by an adenoviral vector. 
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Fig. 20 presents graphs showing the gene introduction into an adenovirus-resistant 
human oral squamous carcinoma cell line using a SeV vector. 

Fig. 21 is a graph showing the gene introduction into human macrophages and dendritic 
cells using a SeV vector. 

5 

Best Mode for Carrying Out the Invention 

Herein below, the present invention will be specifically described using Examples, 
however, it is not to be construed as being limited thereto. All publications cited herein are 
incorporated as a part of the present specification. 

10 

[Example 1] Adenoviral VEGF and Angl expression vectors 

Human VEGF gene was obtained by PCR cloning of cDNA derived from a human 
glioma cell line U25 1 . The nucleotide sequence of the obtained VEGF gene was confirmed by 
BigDye Terminator method (Perkin-Elmer). Human Angl gene was PCR cloned from cDNA 

15 derived from human bone marrow cells, and the nucleotide sequence was confirmed by the same 
procedure described above. Comparison of the determined nucleotide sequence of the Angl 
gene with that registered under the accession number U83508 in GenBank suggested that they 
are identical, except that the nucleotide A at position 933 had been replaced with G. Despite of 
the nucleotide substitution, the amino acid sequence of Angl protein is identical to that of 

20 U83508 in GenBank. The cloned VEGF and Angl cDNAs were individually inserted between 
the restriction sites EcoRI and Bglll of a pCAcc vector (WO 02/100441; Ito., Y., et al. (2002) 
Mol Then 5: Sl-62) derived from pCAGGS (Niwa, H. et al (1991) Gene. 108: 193-199). Thus, 
the respective VEGF and Angl expression vectors, pC Ah VEGF and pCAhAngl, were prepared. 
Adenoviruses expressing either VEGF or Angl were prepared by the COS-TPC method 

25 developed by Saito et al (Miyake, S., Proc. Natl. Acad. Sci. USA 93: 1320-1324 (1996)). The 
plasmids of pCAhVEGF and pCAhAngl were digested with a restriction enzyme Clal. The 
resulting gene expression units, each comprising a VEGF or Angl cDNA and a CA promoter, 
were inserted into the Clal restriction site of the cosmid pAxcw (Nakamura, T et al (2002) Hum 
Gene Ther. 13: 613-626) comprising a portion of the adenovirus type 5 gene, to produce 

30 pAxCAhVEGF/Angl. A DNA-terminal protein complex (TPC) comprising 

pAxC Ah VEGF/ Angl and full-length adenovirus type 5 was digested with a restriction enzyme 
EcoT22I, and then the product was introduced into 293 cells by a calcium phosphate 
coprecipitation method. Plaques which contain the modified adenovirus were then harvested 
(Graham, F. L. and A. J. van der Eb. (1973) Virology. 52: 456-467). The adenovirus from each 

35 plaque was confirmed based on its restriction enzyme digestion pattern. Furthermore, it was 
confirmed by PCR that the viruses were not contaminated with the wild-type virus. Thus, the 
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respective adenoviral vectors AxCAhVEGF and AxCAhAngl for expressing VEGF and Angl 
were prepared. The adenoviruses to be used for generating a rat model of myocardial infarction 
were purified by ultracentrifugation in a CsCl discontinuous density gradient and dialyzed 
against 10% glycerol/PBS (Kanegae, Y., et aL (1995) Nucleic Acids Res. 23: 3816-3821). The 
5 concentrations (optical density units/ml, opu/ml) of the purified adenoviral vectors were 
measured by the A 2 6o in the presence of 0.1% SDS and determined by using the following 
formula (Nyberg-Hoffman, C. et aL (1997) Nat Med. 3: 808-81 1): 
opu=A 26 ox(l.l x 10 12 ) 

The virus titers (plaque forming units: pfu) were determined by the limiting dilution 

10 analysis using 293 cells (Miyake, S., et aL (1996) Proc Natl Acad Sci USA. 93: 1320-1324). 
AxCAZ3 expressing the E. coli p-galactosidase gene (Nakamura, T. et aL (2002) Hum Gene 
Ther. 13: 613-626) was used as a control adenovirus. This vector is the same as AxCAhAngl 
except for the inserted cDNA. The opu/pfu ratios of the viral vectors: AxCAhAngl, 
AxCAhVEGF, and AxCAZ3, used in the present invention were 13.3, 28.0, and 80.0, 

1 5 respectively. 

[Example 2] Adenoviral vector-mediated gene expression in infarcted -hearts 

Expression levels of foreign genes have been reported to be very low in infarcted hearts 
compared with normal hearts (Leor, J. et aL (1996) J Mol Cell Cardiol. 28: 2057-2067). Thus, 
20 prior to the start of the therapeutic experiment, it was examined whether genes introduced with 
an adenovirus were sufficiently expressed in rat models of myocardial infarction. 

Preparation of a myocardial infarction rat model 

A rat model of myocardial infarction was prepared according to the method of Pfeffer et 

25 aL (Pfeffer, M.A. et aL Cir. Res. 44: 503-512, 1979). Lewis rats (eight-week old, male, about 
300 g body weight) were anesthetized by inhalation of diethyl ether and intraperitoneal injection 
of 70 mg/kg ketamine and 6 to 7 mg/kg xylazine, and then the rats were intubated. The rats 
were anesthetized by inhalation of 0.5% to 2.0% halothane under the conditions of: 200 to 250 
ml minute ventilation, 3 ml tidal volume, 60 to 80 cycles/min respiratory rate, and 1 1/min of 0 2 ; 

30 and left thoracotomy was then performed. The left anterior descending (LAD) branch was 
identified and then ligated at the height of the left atrial appendage using a 6-0 nonabsorbable 
suture (nylon suture). After ligation, the lungs were expanded by positive end-expiratory 
pressure. After the intercostal incision was closed carefully so as not to damage the lungs, the 
muscle layer and the skin were closed with a continuous suture. For the sham-operated control 

35 group, the rats were treated in the same surgical procedure except that the coronary artery was 
not ligated. After ligation of the left anterior descending branch, 5x 10 9 opu/50 |al (total 
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amount: lx 10 opu) of the adenoviral vector was introduced intramyocardially using a 30G 
needle on the right and left peripheries of the area estimated to be the perfusion area of the left 
anterior descending branch. 

Examination of intramvocardial LacZ gene expression 

Expression of E. coli p-galactosidase gene, which resulted from the administration of 
the adenoviral vector, were confirmed in the rat cardiac muscles by X-gal staining (Nakamura, Y., 
et al (1994) Cancer Res. 54: 5757-5760). Five days after intramyocardial administration of lx 
10 1U OPU/100 pi of AxCAZ3 5 organ fixation was performed by perfusing the whole body with 
2% paraformaldehyde under deep anesthesia. The fixed hearts were excised, and then stained 
with X-gal (Sigma Chemical Co. St. Louis, MO) by 16 hours of immersion in an X-gal solution 
(PBS (pH 7.2) containing 2 mM MgCl 2 , 4 mM potassium ferricyanide, and 1 mg/ml X-gal) at 
30°C. Furthermore, the expression levels of p-galactosidase in the hearts were examined 
quantitatively by assaying the p-galactosidase enzymatic activity (Shaper NL et al J. Biol. Chem. 
269(40), 25165-25171, 1994) using the Galacto-Light Plus Kit (Tropix Inc. Bedford, MA) and a 
standard P-galactosidase sample (Roche). The rats were sacrificed five days after 
intramyocardial administration of lx 10 9 to lx 10 10 opu of AxCAZ3. The excised hearts were 
homogenized in a lysis buffer (100 mM potassium phosphate (pH 7.8), 0.2% Triton X-100, 1 
mM dithiothreitol, 0.2 mM phenylmethylsulfonyl fluoride, and 5 (ag /ml leupeptin). The 
homogenates were centrifuged at 12,500 xg for 10 min, and then the endogenous P-galactosidase 
in the supernatants was inactivated by one hour incubation at 48°C (Young DC, Anal. Biochemi. 
215,24-30, 1993). 

The supernatants were incubated with Galacto-Light Plus at room temperature for one 
hour. The enzymatic activities in the supernatants were determined by chemical luminescence 
using Mini-Lumat LB9506 (Berthold Technologies GmbH & Co. KQ Wildbad, Germany). The 
results obtained (in relative light units) were converted into P-galactosidase activities (pg/ml) 
using a standard curve prepared with the standard sample of recombinant p-galactosidase (Roche 
Diagnostics, Mannheim, Germany). 

The adenoviral vector was administered intramyocardially by the procedure described 
below. After the left anterior descending branches were ligated, 5x 10 9 opu/50 \i\ (total amount 
of vector used was lx 10 10 opu) of the adenoviral vector was administered intramyocardially 
using a 30G needle at two sites: the right and left peripheries of an area estimated to be the 
perfusion area for the left anterior descending branch. The adenoviral vector was divided and 
administered intramyocardially at two sites in each of the normal hearts and infarcted hearts. 
The expression levels were determined five days after the administration. As shown in Fig. 1 , 
when a 5x 10 9 opu or higher dose of the adenoviral vector was administered, the gene expression 
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in both the normal and infarcted hearts was clearly recognized, and the expression level in the 
infarcted hearts was almost equivalent to that in the normal hearts. The introduced gene was 
expressed in a dose-dependent manner and the expression level increased with an increasing 
dosage of adenovirus. As shown in Fig. 2 (A), the gene expression distribution in the infarcted 
5 hearts was a broad region in the center of the anterolateral wall, which was the site of gene 
introduction. However, as clearly seen in the X-gal stained cross sectional view (Fig.2 (B)), the 
gene expression was not recognized in the cardiac muscles of the infarcted region, the septal area, 
and the right ventricular cardiac muscle. 

10 [Example 3] Post-myocardial infarction survival rate after introduction of the VEGF and Angl 
genes 

Since the gene expression from lx 10 10 opu of adenovirus was clearly recognized in the 
infarcted cardiac muscle, the angiogenesis factor gene was used to treat the rat myocardial 
infarction model. The therapeutic effect of VEGF gene on myocardial infarction, previously 

15 shown to be effective for chronic myocardial ischemia, was examined at the same time. The 
survival rates in the untreated post-myocardial infarction group, adenoyirus-administered control 
group, AxCAhVEGF-administered group, and AxCAhAngl -administered group were calculated 
four weeks after myocardial infarction. Rats that had died within 24 hours of the model 
preparation were eliminated in this calculation. . 

20 Angl expression in the hearts, into which the vector had been introduced, was also 

examined by RT-PCR (Fig. 3). The hearts were excised five days after the adenoviral 
vector-mediated gene introduction (lx 10 10 opu/heart). Total RNAs were extracted from the 
left ventricular cardiac muscle using RNeasy Kit (Qiagen KK, Tokyo, Japan). To avoid DNA 
contamination in the total RNAs of cardiac muscle, the samples were treated with DNasel using 

25 RNase-free DNase Set (Qiagen) according to the attached instruction. The first cDNA strands 
were synthesized from the total RNAs by a random priming method using a random primer 
mixture (Invitrogen, Carlsbad, CA) and Superscript™ II (Invitrogen). The human 
Angl -specific mRNA transcribed from the adenoviral vector was detected using a forward 
primer that is human Angl -specific and a reverse primer for the rabbit P-globulin located at the 

30 terminator site of the Angl expression unit. The internal control rat glyceraldehyde 
3 -phosphate dehydrogenase (GAPDH) was also detected by RT-PCR. The human Angl 
forward primer, rabbit p-globulin reverse primer, and GAPDH primer are shown below. 
Human Angl primer: 

Forward primer: 5 9 -C AG AGGC AGTAC ATGCTAAG AATTG AGTTA-3 ' (SEQ ID NO: 6) 
35 Rabbit P-globulin primer: 

Reverse primer: 5 ' - AGATGCTC AAGGGGCTTC ATG ATG-3 * (SEQ ID NO: 7) 
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Rabbit GAPDH primer: 

Forward primer: 5 9 -TATTGGGCGCCTGGTC ACC A-3 ' (SEQ ID NO: 8) 
Reverse primer: 5 ' -CC ACCTTCTTG ATGTC ATC A-3 9 (SEQ ID NO: 9) 

Thirty cycles of PCR were performed, and human Angl mRNA and GAPDH mRNA 
5 were detected. The resulting PCR products were separated on a 2% agarose gel. Total RNA 
was extracted from HeLa cells that had been infected with AxCAhAngl at 100 opu/cell, and 
used as a positive control for the human Angl mRNA. 

The 407-bp product corresponding to rat GAPDH gene (internal control) was found in 
all the cardiac muscle RNA samples (Fig. 3). A 453-bp PCR band specific to human Angl was 
10 found in the rat heart samples administered with AxCAhAngl and in the HeLa cell samples, into 
which the gene had been introduced using AxCAhAngl. In contrast, the human Angl -specific 
band was detectable neither in the normal hearts nor in the AxCAZ3 -administered hearts. 

The mortality rate in- the myocardial infarction model was approximately 25%, 
excluding rats that had died within 24 hours of the model preparation. In the control group 
15 where adenovirus AxCAZ3 had been administered, the mortality rate was 20% and thus the 
administered adenovirus had little influence on the mortality rate. First, the therapeutic effect 
of VEGF gene on myocardial infarction was examined; the gene was previously reported to be 
effective for chronic myocardial ischemia. Rather, the mortality rate in the VEGF 
gene-administered group was found to have risen to approximately 40% four weeks after 
20 myocardial infarction. In contrast, in the group into which lx 10 10 opu of AxCAhAngl had 
been administered, the mortality rate was decreased to 8% (Table 1). 

These findings indicate that Angl is more effective for acute myocardial infarction than 

VEGF. 

25 Table 1 Survival rate of rats affected with experimental myocardial infarction 



Survival rate (%) 


Sham operation 


75.9(18/25) 


AxCAZ3 1 x 10 10 opu 


81.3 (13/16) 


AxCAhVEGF 1 x 10 10 opu 


60.0 (6/10) 


AxCAhAngl 1 x 10 ,0 opu 


92.0 (23/25) 



[Example 4] Angiogenesis induced by Angl and VEGF genes after myocardial infarction 

VEGF gene has a strong angiogenesis-inducing activity. Angl potentiates 
30 angiogenesis through its cooperation with VEGF. To directly demonstrate the effect of the 
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introduced Angl gene, the vascular density in the infarcted hearts into which the gene had been 
introduced was determined. Four weeks after the creation of myocardial infarction, the 
vascular density in the cardiac muscle was evaluated by immunostaining of vascular endothelial 
cells with an anti-CD34 monoclonal antibody. The hearts were fixed with formalin and 
5 embedded in paraffin, and then sliced into 10-jam sections. The sections were stained with an 
anti-CD34 monoclonal antibody (MoAb) (NU-4A1, Nichirei, Tokyo Japan) as the primary 
antibody, and then with a biotinylated anti-mouse IgG secondary antibody and 
avidin-horseradish peroxidase (DAB paraffin IHC staining module, Ventana Medical System Inc, 
Tucson, AZ). The specificity of the primary antibody was verified using a mouse IgG, which 

1 0 has an identical subtype as the antibody. The number of blood vessels in the sections of the 
interventricular septum, peripheral region of the infarcted site, and surviving cardiac muscles in 
the myocardial infarct were determined in a blind manner under a microscope with 200 times 
magnification. Five randomly selected fields were scored for each of the 40 sections per heart. 
The stained blood vessels in the infarcted region, boundary region, and septal wall were counted, 

15 and the results are represented as average values of blood vessel number per unit area (mm2). 
To confirm the presence of mature blood vessels, the sections were also stained with an 
anti-oc-SMA MoAb (clone 1A4, Dako Japan, Tokyo, Japan) by the same procedure used for the 
anti-CD34 MoAb immunostaining. The oc-SMA-positive blood vessels were counted in a 
similar manner as for the capillary density described above. 

20 The vascular densities in the infarcted site and the peri-infarct myocardium of the 

infarcted hearts were found to have decreased as compared with the normal hearts (Fig. 4). 
When VEGF or Angl was administered using an adenovirus, the vascular density was 
significantly increased in the infarcted site and the peri-infarct myocardium. In particular, the 
vascular density in the peri-infarct region, which is close to the site of gene administration, was 

25 increased to a level higher than in normal heart muscles (the vascular density in the peri-infarct 
myocardium: 644±96 /mm 2 in the Angl -treated group, 350±79 /mm 2 in the physiological 
saline-treated group (p<0.01 vs the Angl-treated group), 332±127 /mm 2 in the AxCAZ3 -treated 
group (pO.Ol vs the Angl-treated group), or 402±121 /mm 2 in the sham- operated group). 
Hemangioma was not found in the Angl-treated group, either macroscopically or 

30 microscopically. Interestingly, the physiological saline-treated group and AxCAZ3 -treated 
group showed a reduction in the number of blood vessels in the interventricular septum distant 
from the site of gene administration four weeks after myocardial infarction (341 ±60 /mm 2 and 
367±113 /mm 2 , respectively). The decrease in the number of septal blood vessels was 
suppressed by the administration of Angl gene (461±100 /mm 2 ) or VEGF gene (483±46 /mm 2 in 

35 the sham-operated group). Fig. 5 shows immunostaining of vascular endothelia with the 
anti-CD34 MoAb. Micro vessels with 10 p,m or less, as well as blood vessels with 10 fim or 
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more, were found in the Angl gene-administered group (for every sample, many 
a-SMA-positive blood vessels were found in the left ventricular region of the infarcted hearts 
treated with Angl; 38.9±7.35 /mm 2 in the septal region, 38.9±4.81 /mm 2 in the boundary region, 
and 112±26.1 /mm 2 in the infarcted region). In every group except for the Angl -treated group, 
5 there was no significant alteration in the density of a-SMA-positive blood vessels greater than 
10 jam (19 to 22 /mm 2 ). In addition, it was found that administration of Angl alone increased 
the vascular density to the same extent as the administration of the VEGF gene (Fig. 4). 

[Example 5] Reduction of myocardial infarct size by Angl gene 

10 The effect of the Angl gene on infarcts was confirmed using the myocardial infarction 

model. The myocardial infarct size was measured by the procedure described below. The 
infarct size was measured four weeks after the myocardial infarction by the methods of Edelberg 
et al (Edelberg JM et al Circulation 105, 608-613, 2001) and Roberts et al (Roberts CS et al 9 
Am. J. Cardiol. 51, 872-876, 1983). The rats were sacrificed and the infarcted hearts were 

15 excised four weeks after the model preparation. The hearts were immersed in cold 
physiological saline to remove blood from the ventricles, and then fixed in 4% formaldehyde for 
48 hours. The hearts were embedded in paraffin and sliced into 10 jam sections. The sections 
were prepared by slicing in the short axis direction at an intermediate position between the 
cardiac apex and the ligation site of the left anterior descending branch. The infarcted site was 

20 stained with Hematoxylin-Eosin staining and Masson's trichrome staining. The section images 
were taken with a digital camera and then using NIH image, the following parameters were 
determined in a blind manner: 

Total left ventricle (LV) area (mm 2 ), infarction area (mm 2 ), septal wall thickness (mm), 
infarction wall thickness (mm), epicardial and endocardial circumference of LV (mm), and 

25 epicardial and endocardial infarction length (mm). 

From these results, evaluation was performed using the following formulas: 
% infarction size = infarcted region / total LV area x 100 

% Ant/septal wall thickness = anterior wall (infarct) thickness / septal wall thickness x 100 
Viable LV area = (total LV myocardial area) - (infarcted myocardial area); 
30 %endocardial infarct length = endocardial infarct length / endocardial circumference of LV x 

100; 

%epicardial infarct length = epicardial infarct length / epicardial circumference of LV x 100; 
As shown in Fig. 5, clear signs of cardiac failure are observed in the infarcted cardiac 
muscles, including thinning of the myocardial walls in the infarct and throughout the surviving 
35 left ventricular myocardium, and tendency of left ventricular lumen enlargement. As shown in 
Table 2, when compared with those of the control group, the infarct region was reduced 
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significantly (% infarction size) and the mass of surviving myocardium increased significantly 
(% viable LV area) in the Angl gene-administered group. Thus, it was clearly shown that Angl 
has an effect on surviving myocardium, as well as an effect of reducing the size of myocardial 
infarct. The % infarct thickness parameter, which reflects the thickness of an infarcted wall, 
was also found to have significantly increased in the Angl - administered group. 



Table 2 Anatomical alterations in the left ventricles of rats following myocardial infarction with 
and without Angl gene therapy 

% Infarct size % Ant/septal wall Surviving LV area % endocardial infarct % epicardial infarct 



thickness 



(mm 2 ) 



length 



length 



Sham operation (»=S) 
Physiological saline («=14) 
AxCAZ3 (w=8) 
AxCAhAngl (/i=20) 



— 123±29.0 37.4±9.36 — — 

31.6±8.66 34.0±7.05 19,8±4.91 44.0±10.8 34.4±8.86 

34.9±6.69 3 1 .3±4.64 1 9.2±4.68 52.5±3.99 43.7±7.52 

21.1±5.38** 56.5±9.62* J 27.0±5.20* J 40.2±13.2 : 30.2±8.82* 



10 



15 



*,p < 0.01 vs Physiological saline;*, /? < 0.05 vs AxCAZ3 



(Table legend) Each value is represented as mean ± SD. LV indicates the left ventricle. Rats 
were sacrificed four weeks after myocardial infarction. All parameters were obtained from a 
cross section of an intermediate position between the cardiac apex and the ligation site of the 
coronary artery. The statistical analysis was carried out using the ANOVA of Bonferroni/Dunn 
test. 



[Example 6] Improvement of cardiac functions by Angl gene following myocardial infarction 

Angl was found to have angiogenesis activity and effect of reducing myocardial infarct 
size in infarcted hearts. It was then examined whether these effects indeed contributed to the 

20 improvement of cardiac functions. The cardiac functions were evaluated using the M-mode 
method by echocardiography and the area-length method in the B-mode long axis view. 

Specifically, cardiac functions were measured using echocardiogram (LOGIQ500, GE 
Yokokawa Medical System, Tokyo, Japan) four weeks after LAD ligation. The measurements 
were carried out under anesthesia by an intramuscular injection of ketamine hydrochloride (50 

25 mg/kg) and xylazine (2.5 mg/kg). The position for the M-mode measurement was determined 
using a 1 0 MHz probe based on the long axis view. The left ventricular end-diastolic diameter 
(Edd) and left ventricular end-systolic diameter (Esd) were measured by the M-mode method, 
and then the fractional shortening (FS) of left ventricular short-axis diameter was calculated. 
FS (%) = (Edd-Eds)/Edd x 1 00 

30 Left ventricular area at diastole (LVAd), left ventricular area at systole (LVAs), left 
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ventricular long-axis length at diastole (LVLd), and left ventricular long-axis length at systole 
(LVLs) were determined from the long axis view of the left ventricle obtained by the B-mode 
method. Left ventricular ejection fraction (EF) was calculated according to the following 
formula (the area-length method) (Sjaastad, I. et ah (2000) J. AppL Physiol. 89: 1445-1454): 
5 EF (%) = [(0.85x LVAd 2 /LVLd) - (0.85x LVAs 2 /LVLs)]/(0.85x LVAd 2 /LVLd) x 100 

The long axis views obtained by echocardiography in the rat model of myocardial 
infarction are shown in Fig. 6. Signs of cardiac failure such as thinning of the anterior wall of 
the left ventricle (i.e., the infarcted site), increase of echo brightness, and enlargement of the left 
ventricular lumen were apparently found in the infarcted hearts, as similar as those observed in 

1 0 the histological images. 

Various parameters determined by echocardiography are shown in Table 3. Marked 
increases of Edd, Esd, LVAd, and LVAs were found in both physiological saline- and adenovirus 
(AxCAZ3)-treated control groups after myocardial infarction. FS and EF were also decreased 
to 40 to 50% of the normal heart level. According to echocardiography parameters, these 

15 groups were confirmed to be in a state of cardiac failure four weeks after myocardial infarction. 
Meanwhile, in the Angl gene-administered group, no significant improvement of Edd, Esd, and 
LVAd was recognized. However, FS and LVAs were increased compared with the control 
groups. EF also improved to 55%. 

20 Table 3 Cardiac function evaluation of the infarcted hearts after Angl gene therapy by 
echocardiography 





M-mode evaluation 




Two-dimensional evaluation 




Edd 


Esd 


FS 


LVAd 


LVAs 


FAC 


EF 




(mm) 


(mm) 


(%) 


(mm 2 ) 


(mm 2 ) 


(%) 


(%) 


Sham operation 


5.50*0.20 


2.50±0.177 


54.6±L99 


55.2±9.57 


24.6±5.50 


55.5±4.82 


72.8±5.86 


Physiological saline 


7.43±L25 


5.86±0.0851 


20.8±4.63 


75.3±9.03 


57.8±1.89 


22.6±6.99 


36.0±9.46 


AxCA23 


7.54±0.544 


5.93±0.693 


21.6±4.50 


73.7±4.04 


54.3±6.66 


26.4±5.54 


40.5±7.62 


AxCAhAngl 


7.13±0.985 


4.69±1.31 


34.7±11.1** 


71.6±3.46 


45.0±5.12** 


34.8±5.47* : 


55.0*2.16** 



*,p < 0.05 vs. physiological saline ;*,/>< 0.05 vs. AxCAZ3 



(Table legend) Cardiac functions of the hearts treated with lx 10 10 opu of AxCAZ3 or 
AxCAhAngl were measured four weeks after infarction by echocardiography using the M-mode 
and area-length methods. Each value is represented as mean ± SD. Edd indicates the left 
ventricular end-diastolic diameter; Esd, left ventricular end-systolic diameter; FS, fractional 
shortening of left ventricular short-axis diameter; LVAd, left ventricular area at diastole; LVAs, 
left ventricular area at systole; FAC, fractional area change of left ventricular lumen; EF, ejection 
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fraction of left ventricle. The statistical analysis was carried out using the ANOVA of 
Bonferroni/Dunn test. 

[Example 7] Necrosis-suppressing effect of administering the Angl gene alone in a mouse model 
5 of acute lower limb ischemia 

The production of tissue VEGF is enhanced in acute lower limb ischemia as well as in 
myocardial ischemia. Thus, a mouse model of acute lower limb ischemia was prepared, and 
anti-ischemic therapy was conducted by administering the Angl adenoviral expression vector 
alone. The lower limb ischemia model was prepared using C3H/HeN mice (male, 20 to 25 g) 

10 according to the method of Couffinhal et al (Couffinhal T et al (1998) Am J Pathol 152(6): 
1667-79). The mice were anesthetized systemically with intramuscular injection of Ketalar (50 
mg/kg) and xylazine (20 mg/kg). After the mice were shaven on both lower limbs, the left 
inguinal region was opened and the left femoral artery and all its branches were exposed. The 
origin of the femoral artery was ligated using a 7-0 nylon suture. Likewise, the artery was also 

15 ligated right before branching off to the popliteal artery and the saphenous artery. In addition, 
all other branches were ligated, and then the left femoral artery was excised. The operation was 
completed by closure suturing of the surgical wound. 

The Angl -expressing adenovirus, AxCAhAngl, was prepared by the procedure 
described above (opu/pfu ratio was 13.3). Immediately after lower limb ischemia was induced, 

20 AxCAhAngl (lx 10 10 opu/head) was administered intramuscularly to the left femoral adductor 
and the left gastrocriemial muscle. 25 |j,l (2.5x 10 9 opu) of AxCAhAngl was injected at two 
sites each (i.e., four sites were injected in total) using a 1.0 ml injector with a 29G needle. A 
control group consisted of five mice with induced ischemia. On day 3, day 9, or day 10 after 
the model preparation, ischemia in the mice was evaluated by macroscopic observation of 

25 necrotized regions, loss of fingers, loss of lower limbs, and ulcer formation. 

In the control group, three days after the model preparation, necrotized regions (3/5, i.e., 
three in five cases) were confirmed; loss of fingers (2/5), loss of lower limbs (0/5), and ulcer 
formation (1/5) were detected. On day 9, necrotized regions (3/5) were confirmed; loss of 
fingers (3/5), loss of lower limbs (0/5), ulcer formation (1/5), and progression of ischemia were 

30 detected. Meanwhile, in the Angl group, necrotized regions (0/5) were confirmed; loss of 
fingers (0/5), loss of lower limbs (0/5), and ulcer formation (2/5) were detected three days after 
the model preparation. On day 9, necrotized regions (3/5) were confirmed; loss of fingers 
(1/5), loss of lower limbs (0/5), and ulcer formation (2/5), and progression of ischemia were 
suppressed. The results are shown in Fig. 7. 

35 Administration of the Angl -expressing adenovirus alone was found to markedly 

suppress the loss of fingers. The diseased limbs were examined on the third day after the 
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ischemia, and the ischemia-mediated alterations were apparently reduced in the 
Ang l -administered limbs as compared with the control limbs. There are many steps to 
angiogenesis, such as sprouting and branching. In particular, arteriogenesis is involved in the 
formation of functional blood vessels that enhance tissue perfusion, and is observed mainly 10 
5 days after ischemia, namely, in the late phase of angiogenesis. Accordingly, the early effects of 
Angl observed in this experiment cannot be attributed to angiogenesis, and may have resulted 
from a mechanism other than angiogenesis. It is known that Angl activates PI3 kinase via 
Tie-2, which in turn activates Akt having anti-apoptotic activity. Via Tie-2, Angl also enhances 
the production of NO, which has an effect of suppressing vascular endothelial apoptosis. It is 

10 possible these activities of Angl suppress the apoptosis of vascular endothelial cells and thus 
prevent the development of ischemia. 

The enhanced production of VEGF caused by acute ischemia is presumed to aggravate 
tissue edema and further impair tissue perfusion. In fact, it is reported that the over-expression 
of VEGF enhances necrosis and loss of lower limbs in the present model. In this Example, it is 

15 presumed that the administration of Angl in the acute phase of ischemia suppressed the 
development of edema leading to impaired perfusion. In the Angl -administered group, there 
was only a single case of severe necrosis with loss of fingers even on day 9. 

As described above, in the acute lower limb ischemia model, the administration of Angl 
was confirmed to suppress the development of necrosis and to salvage limbs from post-necrotic 

20 limb loss. 

[Example 8] Naked plasmid-mediated introduction of the Angl gene into skeletal and cardiac 
muscles 

The direct injection of naked plasmids into tissues is the safest and simplest gene 
25 transfer method. Cytomegalovirus (CMV) promoter-based plasmids are mostly used in the 
previously approved clinical protocols of gene therapy for cardiovascular diseases. One of the 
major disadvantages of naked plasmid injection is that the expression level of the introduced 
gene is low. CA promoter (a chicken P-actin promoter comprising the cytomegalovirus 
enhancer) is one of the strongest transcriptional regulatory modules in vitro and in vivo. 
30 However, the level of gene expression driven by CA promoter varies depending on the cell type 
or organ type. In fact, when a CA promoter-based vector is used to inject a naked plasmid, it is 
unclear whether the introduced gene is expressed at an appropriate level in the cardiac tissue. 
Thus, CA promoter-based naked plasmids were prepared to examine the expression level of a 
gene introduced into the cardiac muscle by direct injection. 
35 Escherichia coli (3-galactosidase (LacZ) gene was excised from pIND/lacZ (Invitrogen). 

The LacZ gene was inserted into each of the following vectors: pcDNA3 (Invitrogen), pCAGGS 
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comprising the CA promoter (Niwa, M. et al, Gene 1991; 108: 193-199), and pCAl prepared by 
deleting the replication origin of simian virus (SV40ori) from pCAGGS. The constructed 
plasmids were named pcDNA3LacZ, pCAZ2, and pCAlLacZ, respectively. The plasmid 
pCAZ2 used in the present invention was that the one disclosed by Yoshida et al. (Hum. Gene 
5 Ther. 9:2503-2515, 1998). The plasmid pCAl was prepared by digesting pCAGGS with 
BamHI and Hindlll to remove a SV40ori-comprising fragment (522 bp). The 5' end of the 
digested plasmid was then filled in with T4 DNA polymerase. The plasmid was ligated using 
T4 DNA ligase to prepare the expression vector pCAl. All plasmids were purified using the 
Endofree Maxi Kit (Qiagen GmbH, Hilden, Germany). 

10 Twenty ng of naked plasmid in 0.1 ml of 0.9% physiological saline was injected into the 

skeletal muscles or hearts of Lewis rats (male, 8-week old, 250 to 300 g weight; Sankyo Labo 
Service (Tokyo, Japan)) using a 1 ml syringe with a 27G injection needle. AxCAZ3 adenoviral 
particles (10 10 , 5x 10 9 , and 10 9 OPU) in 0.1 ml of 0.9% physiological saline were also injected 
into the hearts. For the injection into skeletal muscles, the hind leg was incised by 2 cm long to 

15 facilitate injection into the femoral muscles (Wolff, J.A. et al, Science 1990; 247: 1465-1468). 
For the injection into the heart, the left chest was opened and the naked plasmids or adenovirus 
particles were injected into the cardiac apex (Lin, H. et al, Circulation 1990; 82: 2217-2221). 
After the injection, the incision wounds were sutured with silk sutures. 

P-gal activities in the skeletal muscles and hearts were analyzed by a previously 

20 reported procedure (Shaper, N.L. et al, J Boil Chem 1994; 269: 25165-25171). Specifically, 
tissues (0.8 g to 1.0 g) were homogenized in 4 ml of tissue lysis buffer (100 mM potassium 
phosphate, 0.2% Triton X-100, 2 mM leupeptin, 1 mM phenylmethylsulfonyl fluoride, and 0.5 
mM dithiothreitol, pH 7.8) for 1 min. The homogenized tissues were then centrifuged at 12,000 
xg for 10 min. The supernatants were collected and heated at 48°C for one hour to inactivate 

25 the endogenous P-galactosidase activity. P-gal activities in the supernatants were assayed using 
Galacto-Light™ Plus Kit (Tropix, Bedford, MA) according to the manufacturer's protocol. 
Chemiluminescent signals were detected using a MicroLumat LB96 luminometer (Wallac, 
Gaitherburg, MD). The data obtained in relative light units (RLU) were converted into ng 
activity of LacZ using a recombinant P-galactosidase standard (Roche Diagnostics, Manheim, 

30 Germany). In the histochemical detection of LacZ, first, 10 ^m cryosections of cardiac tissues 
were stained with an X-gal solution at 37°C for 24 hours (Nabel, E.G. et al, Science 1989; 244: 
1342-1344). The sections were then counterstained with eosin. The data are represented as 
mean ± S.E. Statistical analysis was carried out by the Scheffe test. When p value is lower 
than 0.05, the data are assumed to be significant. 

35 The naked plasmid dosage (20 jig) used in this Example is equivalent to that (g/kg) used 

in the clinical gene therapy trials for limb ischemia (Losordo, D.W. et al., Circulation 1998; 98: 
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2800-2804) and heart diseases (Baumgartner, L et a/., Circulation 1998; 97: 1114-1123). A 
total of 4 mg naked DNA was used in the former and 200 \xg to 2,000 fig of naked DNA was 
used in the latter. The reporter gene expression from the CA promoter- and CMV 
promoter-based vectors was examined in the rat skeletal muscles and hearts in the present study. 
5 Both tissues are well known sites for injection of naked plasmids in clinical cardiovascular gene 
therapy. Five days after the plasmid injection into hind leg femoral muscles (n= 4) and hearts 
(n= 4), the levels of LacZ expression mediated by CMV promoter-based vectors (pcDNA3LacZ 
and pCMVp ) and CA promoter-based vectors (pCAZ2 and pCAlLacZ) in the skeletal muscle 
were 1.6±0.4 ng, 10.2±2.0 ng, 37.2±6.9 ng 5 and 27.2±6.8 ng, respectively (Fig. 8A). In the 

1 0 skeletal muscle, the C A promoter-based vectors expressed the reporter gene at a higher level than 
the CMV promoter-based vectors. Likewise, the expression levels of the introduced gene in the 
heart were higher when mediated by the CA promoter-based vectors (pCAZ2, 510.8±69.8 ng; 
pCAlLacZ, 509.9±66.7 ng) compared with the expression mediated by the CMV 
promoter-based vectors (pcDNA3LacZ 5 46.2±13.2 ng; pCMVp, 108.8±37.8 ng). For all 

1 5 plasmids, the expression level of the introduced gene was found to be approximately an order of 
magnitude higher in the heart than in the skeletal muscle (Fig. 8B). The expression levels of 
the introduced gene were also examined with the pCAlLacZ vector, from which the SV40ori 
sequence had been removed to improve safety. As shown in Fig. 8, there was no significant 
difference in the expression level of LacZ between pCAlLacZ and pCAZ2 in each of the skeletal 

20 muscle and heart. 

LacZ expression levels in the heart were compared between the CA promoter-based 
plasmid vector and the adenoviral vector. The adenoviral vector AxCAZ3 was injected into the 
cardiac apex at various doses (10 10 , 5x 10 9 , and 10 9 OPU) (n= 4). After five days, the LacZ 
expression level in the heart, into which AxCAZ3 had been injected, was compared with that in 

25 the cardiac tissues into which 20 jag of pCAZ2 had been injected. The result showed that the 
average expression level of the introduced gene in the heart, mediated by 20 |^g of pCAZ2, was 
found to be comparable to that mediated by 6.0x 10 9 OPU of AxCAZ3 (Fig. 9). 

pcDNA3LacZ (20^g), pCAZ2 (20|ag), or 5x 10 9 OPU of AxCAZ3 was injected, 
followed by X-gal staining. LacZ-positive muscle cells were found in all the samples from the 

30 tested groups. There were almost no LacZ-positive cells in areas surrounding the injection site 
of the heart samples into which pcDNA3LacZ had been injected. In contrast, when pCAZ2 was 
used, LacZ-positive myocardial cells which have high expression levels of the gene were found 
sporadically in the areas surrounding the injection site. The expression level and pattern of the 
introduced gene in cardiac tissues, into which 5x 10 9 OPU of AxCAZ3 had been injected, were 

35 similar to those in the tissues where pCAZ2 had been injected. As demonstrated above, the 
direct administration of the plasmids results in exceedingly efficient expression of the introduced 
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genes in the cardiac muscle, and achieves a high-level expression almost equivalent to that with 
the adenoviral vector, especially when CA promoter is used. 

[Example 9] Effect on gene introduction into myocardial cells by a minus-strand RNA viral 
5 vector expressing human Angl gene 

A transmissible Sendai viral vector (SeVAngl), into which human Angl cDNA had 
been inserted, was produced by the conventional method (Kato, A. et aL, 1996, Genes Cells 1: 
569-579; Yu, D. et al, 1997, Genes Cells 2: 457-466). SeV containing no foreign gene 
(SeVNull) and an E. coli P-galactosidase gene (LacZ) SeV expression vector (SeVLacZ) were 

10 used as control viral vectors. A LacZ-encoding adenoviral vector AxCAZ3 was also used for 
comparison. The SeV vectors were injected into the allantoic cavities of 10-day-old 
embryonated chicken eggs, amplified, and then collected. The viral titers were determined by 
hemagglutinin assay using chicken erythrocytes. The viruses were stored at -80°C until use. 
The adenoviral vector encoding LacZ (AxCAZ3) was amplified in 293 cells derived from human 

15 fetal kidney and purified by ultracentrifugation in a CsCl discontinuous density gradient. The 
viruses were dialyzed against PBS containing 10% glycerol, and then stored at -70°C until use. 
Prior to use, the viral stocks were tested for their adenovirus density and titer, as well as any 
contamination of replication-competent adenoviruses. The adenovirus titer was determined by 
LD50 (plaque forming units: pfu) and A260 (optical particle units: opu) measurement using 293 

20 cells. 

LacZ gene expressions in the myocardial cells of neonatal rats mediated by the 
adenoviral and Sendai viral vectors were examined by the procedure described below. 
Neonatal rat myocardial cells were isolated by the procedure described below. Hearts were 
excised from neonatal Lewis rats under deep anesthesia and soaked in oxygen?- saturated Tyrode's 

25 solution (143 mM NaCl, 5.4 mM KC1, 1.8 mM CaCl 2 , 0.5 mM MgCl 2 , 0.33 mM NaH 2 P0 4 , 5.5 
mM glucose, and 5.0 mM HEPES), and the ventricular muscles were separated. The obtained 
ventricular muscles were incubated in a Ca 2+ -free Tyrode's solution containing collagenase (5 
mg/ml; Wako Pure Chemical Industries) at 37°C for one hour to isolate myocardial cells. The 
isolated neonatal rat myocardial cells were suspended by pipetting in KB solution (50 mM 

30 L-glutamic acid, 40 mM KC1 40, 20 mM taurine, 20 mM KH 2 P0 4 , 3 mM MgCl 2 , 10 mM 
glucose, 0.5 mM EGTA, and 10 mM HEPES) for 5 min to prepare cell suspensions. The cells 
were plated into wells of 24-well plates at a cell density of 5x 10 4 /well in Dulbecco's modified 
Eagle Medium (DMEM) containing 10% bovine fetal serum (FBS). 

Genes were introduced into neonatal rat myocardial cells by the procedure described 

35 below. The myocardial cells were plated into wells of 24-well plates at a cell density of 5x 
1 0 4 /well as described above, and infected with the viral vectors the next day. The neonatal rat 
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myocardial cells were infected with SeVLacZ or AxCAZ3 at 37°C for one hour, in viral 
solutions with different multiplicities of infection (moi: ClU/cell for the SeV vector; and pfu/cell 
for the Ad vector), which had been diluted with DMEM containing 2% fetal bovine serum (FBS). 
The cells were washed with phosphate buffered saline (PBS), and then cultured in DMEM 
5 supplemented with 10% FBS for 24 hours. The cells were examined for LacZ expression. 
The LacZ activity was examined quantitatively as the enzymatic activity of p-galactosidase 
using the p-gal Reporter Gene Assay Kit (Roche) and a p-galactosidase standard sample 
(Roche). 

The result is shown in Fig. 10. Both SeVLacZ and AxCAZ3 used at a high moi (> 30 

10 moi) were found to achieve high-level expressions of the introduced gene in rat myocardial cells. 
The reporter gene was highly expressed even when a SeV moi as low as 10 or lower was used 
for infection. The reporter gene expression level was increased in a virus density-dependent 
manner and nearly reached a plateau at a moi of 30 or higher. Meanwhile, the Ad 
vector-mediated gene introduction into neonatal rat myocardial cells is -dependent on the virus 

1 5 density. Even when the virus was infected at a moi of 1 00, the expression level did not reach 
the maximal level. The LacZ expression level in the neonatal rat myocardial cells infected with 
the Ad vector at a moi of 10 was almost the same as that with 1 moi of the SeV vector. In 
particular, when infected at a low moi (10 moi or lower), the SeV vector had a higher gene 
introduction efficiency than the AdV vector. Next, effects of the virus exposure time on the 

20 gene introduction into neonatal rat myocardial cells were examined. When the adenoviral 
vector was used, long periods of time (120 minutes or longer) were required for the maximal 
expression of the gene introduced into myocardial cells in vitro. In contrast, when the SeV 
vector was used, only a short time (30 minutes or shorter) of exposing the cells to the virus 
solution was sufficient for obtaining the maximal expression of the introduced gene under the 

25 same conditions. 

[Example 10] Gene expression mediated by intramyocardial administration of the SeV vector 

Efficient SeV vector-mediated gene expression in neonatal rat myocardial cells was 
confirmed. However, there is no report or information on the expression of genes in the heart 

30 into which a Sev vector had been administered intramyocardially in vivo. Various 
concentrations of the LacZ-expressing Ad or SeV vectors were administered intramyocardially to 
normal rat hearts. The rats were sacrificed three days later to investigate the reporter gene 
expression in the hearts. The gene expressions in the rat hearts from the vectors were evaluated 
in vivo as described below. Lewis rats were anesthetized by inhalation of diethyl ether and 

35 intraperitoneal injection of ketamine hydrochloride (50 mg/kg) and xylazine (2.5 mg/kg), and 
then intubated. The left chest was opened by thoracotomy, and SeVLacZ or AxCAZ3 was 
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administered intramyocardially into the cardiac apex at various titers using a syringe with a 30G 
needle. The rats were sacrificed 72 hours after the gene introduction, and then the LacZ 
expression levels were evaluated. 

The results are shown in Fig. 11. As seen in this Figure, the reporter gene expression 
5 levels in the heart increased depending on the amount of viral vector. The reporter gene 
expression levels were similar between 3.3x 10 9 opu of Ad vector and lx 10 8 CIU of SeV vector. 

[Example 11] Organ distribution of the gene expression mediated by intravenously or 
intramyocardially administered SeV vector 

10 If the blood stream is contaminated with the viral particles due to overflow and such 

after intramyocardial administration, the resulting expression in organs other than the heart may 
produce adverse effects, and this is a very serious problem from the clinical viewpoint. 
. However, there has been no report on the organ distribution of gene expression after intravenous 
administration of SeV vectors. Thus, the organ distributions of gene expression after 

1 5 intravenous and intramyocardial administrations were investigated. 

SeVLacZ (lx 10 8 CIU) was administered to normal rats via penile veins, and the rats 
were sacrificed 72 hours later. The heart, right lung, liver, right kidney, and spleen were 
excised and assayed for LacZ expression. Likewise, lx 10 8 CIU of SeVLacZ or lx 10 9 to lx 
10 10 opu of AxCAZ3 was administered intramyocardially to normal rats, and the rats were 

20 sacrificed 72 hours later. The heart, right lung, liver, right kidney, and spleen were excised and 
assayed for LacZ expression. 

Prior to assaying for LacZ expression, the excised organs were homogenized in lysis 
buffer (100 mM potassium phosphate (pH 7.8), 0.2% Triton X-100, 1 mM dithiothreitol, 0.2 mM 
phenylmethylsulfonyl fluoride, and 5 jug leupeptin). The homogenates were centrifuged at 

25 12,500 xg for 10 minutes. The resulting supernatants were incubated at 48°C for one hour to 
inactivate the endogenous fJ-galactosidase activity in them (Young DC, Anal. Biochemi. 215, 
24-30, 1993). The supernatants were treated using a P-gal Reporter Gene Assay Kit at room 
temperature for one hour. The enzymatic activity in the supernatants was determined by 
measuring the chemiluminescence using Mini-Lumat LB9506 (Berthold) (Shaper NL et ah J. 

30 Biol. Chemi. 269(40), 25165-25171, 1994). The results obtained (in relative light units) were 
converted to P-galactosidase activity (pg/ml) based on the standard curve prepared using a 
P-galactosidase standard sample. 

The results are shown in Fig. 12. As commonly known, the Ad vector-introduced 
foreign gene was mainly expressed in the liver after intravenous administration. The SeV 

35 vector, on the other hand, was different from the AdV; when the SeV vector was used, the 
reporter gene was expressed in the lung, heart, and spleen, but hardly expressed in the liver. 
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The results shown in the Figure were obtained by using extracts from the whole organs ("lung" 
indicates the right lung and "kidney" indicates the right kidney). The expression level increases 
in the order of heart < spleen < lung with considerations given to the organ weight. The organ 
distribution pattern of gene expression after the intramyocardial administration was found to be 
5 nearly the same as that after the intravenous administration. Therefore, organs targeted for gene 
expression in other organs as a result of the vector overflow were revealed to be the lung and 
spleen. 

[Example 12] Myocardial infarction therapy by Angl gene introduction using SeV 

10 Myocardial infarction gene therapy using human angiopoietin-1 (Angl) in a SeV vector 

was performed as described below. In the adenoviral vector-mediated Angl gene therapy 
described above, the adenoviral vector was used at lx 10 10 opu (equivalent to 7.5x 10 8 pfu). 
When the LacZ gene was introduced into the myocardial cells (in vitro) and heart (in vivo) using 
the SeV vector, the gene introduction efficiency was relatively higher in comparison with the Ad 

15 vector. Thus, an intramyocardial administration of 5x 10 7 CIU SeVAngl was attempted for the 
treatment of rat myocardial infarction. Lewis rats were treated by ligating the anterior 
descending branch of the left coronal artery. Immediately after the ligation, 5x 10 7 CIU of 
SeVAngl was injected evenly at two sites in the anterior wall of the left ventricle surrounding the 
LAD perfusion area. Four weeks later, the number of capillaries in the myocardial infarct was 

20 examined histologically. 

The rat myocardial infarction model was prepared according to the method of Pfeffer et 
al. (Pfeffer, M. A., et al. (1979). Myocardial infarct size and ventricular function in rats. Circ Res. 
44: 503-512). Lewis rats (eight- week old, male, and about 300 g weight) were anesthetized by 
inhalation of diethyl ether and intraperitoneal administration of 70 mg/kg ketamine and 6 to 7 

25 mg/kg xylazine, and then intubated. The rats were then anesthetized by inhalation of 0.5% to 
2.0% halothane under the conditions of 200 to 250 ml minute ventilation, 3 ml tidal volume, 60 
to 80 cycles/min respiratory rate, and 1 1/min 0 2 . The left chest was then opened by 
thoracotomy. The left anterior descending branch (LAD) was identified and then ligated at the 
height of the left atrial appendage using a 6-0 nonabsorbable suture (nylon suture) (LAD 

30 ligation). After the intercostal incision was closed carefully so as not to damage the lungs, the 
muscle layer and the skin was closed with a continuous suture. 

The SeV vector was introduced intramyocardially as described below. After the left 
anterior descending branch was ligated, 5x 10 7 CIU of SeVAngl was administered 
intramyocardially using a 30G needle at two sites: right and left peripheries of the area estimated 

35 to be the perfusion area for the left anterior descending branch. In the null group, 5x 1 0 7 CIU of 
SeVNull was injected instead of SeVAngl, and in the negative control group, 0.9% physiological 
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saline was injected. 

The infarct size was measured four weeks after myocardial infarction by the methods of 
Edelberg et ah (Edelberg JM et al. Circulation 105, 608-613, 2001) and Roberts et al (Roberts 
CS et al, Am. J. Cardiol. 51, 872-876, 1983). The rats were sacrificed and the infarcted hearts 
5 were excised four weeks after the model preparation. The hearts were fixed with formaldehyde 
and embedded in paraffin. The sections were prepared by slicing the tissues in the short axis 
direction at an intermediate position between the cardiac apex and the ligation site of the left 
anterior descending branch. The infarcted sites were stained with Hematoxylin-Eosin staining 
and Masson's trichrome staining. The section images were taken with a digital camera, and 
10 then the following parameters were determined in a blind manner using NIH images: 

Total left ventricle (LV) area (mm 2 ), infarction area (mm 2 ), septal wall thickness (mm), 
infarction wall thickness (mm), epicardial and endocardial circumference of LV (mm), and 
epicardial and endocardial infarction length (mm). 

The size was then evaluated based on the results using the following formula. 
15 %infarction size = infarcted region / total LV area x 100 

%infarction thickness = anterior wall (infarction) thickness / septal wall thickness x 100 
Viable LV area = (total LV myocardial area) - (infarction myocardial area); 

Furthermore, vascular density in the cardiac muscle was evaluated by immunostaining 
of vascular endothelial cells with an anti-CD34 monoclonal antibody four weeks after the 
20 creation of myocardial infarction. The sections were stained with the Anti-CD34 MoAb 
(NU-4A1, Nichirei, Tokyo Japan) as the primary antibody, and then with a biotinylated 
anti-mouse IgG secondary antibody and avidin-horseradish peroxidase (DAB paraffin IHC 
staining module, Ventana Medical System Inc, Tucson, AZ). The number of blood vessels in 
the sections of the interventricular septum, peripheral region of the infarcted site, and the 
25 surviving myocardium in the myocardial infarct were determined in a blind manner under a 
microscope with 200 times magnification. The results are represented as the number of blood 
vessels/mm 2 . 

The infarct size and thickness after the SeVAngl treatment of myocardial infarction are 
shown in Fig! 13. Administration of the control vector SeVNull to cardiac muscle did not lead 

30 to apparent improvements on the myocardial infarct size and thickness. In contrast, the infarct 
size was reduced and the infarct thickness was significantly increased in the SeVAngl -treated 
group, similarly to the treatment of myocardial infarction using an Angl -expressing adenovirus. 
Evaluation of the blood vessel number also indicated that the number of capillaries in the infarct 
and the peri-infarct myocardium significantly increased in the SeVAngl -treated group (Fig. 14). 

35 Thus, even a relatively low viral titer of SeVAngl was found to produce a therapeutic effect 
equivalent to that of the Ad vector in the rat myocardial infarction model. 
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[Example 13] Therapeutic effect of SeVAngl in the rat model of lower limb ischemia 

Lewis rats (eight- week old, male, and about 300 g weight) were anesthetized by 
inhalation of diethyl ether and intramuscular injection of 40 mg/kg ketamine and 4 mg/kg 
5 xylazine via an upper limb. After shaving both lower limbs, the abdominal region and the left 
inguinal region were incised, and the right iliac artery, right femoral artery, and their branches 
were all exposed. After the right iliac artery and its branches were ligated, the left femoral 
artery was also ligated at its origin, immediately before the bifurcation into the popliteal and 
saphenous arteries. Furthermore, all other branches of the left femoral artery were identified 

10 and ligated, and then the left femoral artery was removed surgically. In the operation, 5x 10 7 
CIU of the SeV vector was administered at two sites on the rectus femoris muscle using a 30G 
needle. After confirming that there were no hemorrhages, the surgical wound was sutured to 
complete the operation. In the null group, 5x 10 7 CIU of SeVNull was injected instead of 
SeVAngl, and in the negative control group, 0.9% physiological saline was injected. 

15 The blood flow analysis was carried out using Laser-Doppler imaging as described 

below. The blood flow in the lower limb was measured continuously over two weeks after 
ischemia (on day 1, day 3, day 7, and day 148 after ischemia) using a Laser Doppler system 
(Moor LDI, Moor Instruments, Devon, United Kingdom). The rats were anesthetized by 
inhalation of ether, and then further anesthetized and sedated with ketamine (25 mg/kg) and 

20 xylazine (2 mg/kg). The rats were kept at 37°C for 10 minutes and then analyzed for blood 
flow. The continuous blood flow measurements were carried out at the identical spots in the 
same rats. The resulting blood flow images were analyzed to estimate the mean blood flow in 
the feet and gastrocnemius regions of both lower limbs. To reduce the influence of 
measurement conditions, the blood flow ratio of ischemic side (left lower limb) to normal side 

25 (right lower limb) (tissue blood flow ratio: blood flow on the ischemic side/blood flow on the 
normal side) was then calculated. 

Three days after the rat lower limb ischemia model was prepared, severe obstruction of 
blood flow in the diseased limb was observed: 45% in the physiological saline-treated group 
compared with the healthy limb, and 48% in the SeV vector control group (SeVNull) compared 

30 with the healthy limb. Meanwhile, in the SeVAngl -treated group, the day 3 blood flow in the 
diseased limb was significantly high: 63%. In both the physiological saline-treated and 
SeVNull-treated groups, spontaneous recovery of the blood flow in the diseased limb was 
recognized 7 and 14 days after the ischemia model preparation. This blood flow recovery was 
enhanced by the administration of SeVAngl and after 14 days, the flow was improved to 87% of 

35 that in the healthy limb (Fig. 1 5). 
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[Example 14] Treatment of limb ischemia using the Angl gene-introduced mesenchymal cells 

Mesenchymal stem cell (MSC) has been reported to differentiate into not only 
mesenchymal tissues such as bone and adipose tissue, but also myocardial tissues, muscle tissues, 
and so on. Furthermore, it has also been reported that MSC may secrete various angiogenesis 
5 factors and induce angiogenesis: In this Example, the blood flow-improving effect produced by 
MSC transplantation was compared with that of the gene therapy. In addition, genetically 
modified MSCs were prepared for anti-ischemia therapy. 

Rat cardiac mesenchymal stem cells (MSC) were separated from Lewis rat thighbones 
according to the previous report (Tsuda, H., T. Wada, et al (2003) Mol Ther 7(3): 354-65). 

10 Both ends of the thighbones were cut off, and bone marrows were collected by flushing the 
bones with 10% FBS-containing Dulbecco's modified Eagle's medium (DMEM) with an injector. 
The resulting bone marrow suspension was passed through 18, 20, and 22G needles successively 
to prepare a bone marrow cell suspension. The obtained bone marrow cells were plated at a 
cell density of 5x 10 7 nucleated cells/10 cm culture dish and cultured for 4 days in culture 

15 medium (DMEM containing 10%FBS, 100 jig/ml streptomycin, 0.25 ^ig/ml amphotericin, and 2 
mM L-glutamine). The culture medium was changed every 3 to 4 days to remove floating cells. 
The adherent cells were passaged and used as rat MSCs. 

The rat model of lower limb ischemia was prepared as described in Example 13, and 
immediately after the preparation, 5x 10 6 rat MSCs were administered to the rectus femoris 

20 muscle. A Sendai viral vector expressing the angiopoietin-1 (Angl) gene was used in the group 
treated by gene therapy. The tissue blood flow (diseased limb/healthy limb) was measured 
chronologically using Laser Doppler imaging. Three days after the creation of ischemia, severe 
ischemia was observed in the control (medium) group, which had a 48.2% blood flow ratio. 
The blood flow was restored to 60 % after seven days, and then reached a plateau. There was 

25 no difference in the blood flows between the MSC-administered group and the control group on 
days 3 and 7. On day 14, the MSC-administered group had a significantly improved blood flow 
of 89%. Meanwhile, in the group treated by gene therapy, the blood flow was found to be 
improved in an early stage and was 63% on day 3. The blood flow reached 87% on day 14. 

Genetically modified MSCs that combine both the benefits of gene therapy and cell 

30 therapy were prepared. MSC is known to be relatively resistant to physical and chemical gene 
introduction methods, and to viral vectors such as retroviruses and adenoviruses. Accordingly, 
gene introduction into the rat mesenchymal stem cells was carried out using a Sendai viral vector, 
which demonstrates high efficiency gene introduction in various primary cell cultures, and then 
the efficiency was compared with that achieved by an adenoviral vector. 

35 Gene introduction into rat MSCs was carried out as described below. The rat MSCs 

were plated in 24-well plates at a cell density of 2.5x 10 4 cells/well, and then the cells were 
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infected with a viral vector (SeVLacZ or AxCAZ3) the next day. The neonatal rat myocardial 
cells were infected with SeVLacZ or AxCAZ3 at 37°C for one hour, in viral solutions with 
different multiplicities of infection (moi: ClU/cell for the SeV vector; and pfu/cell for the Ad 
vector), which had been diluted with DMEM containing 2% fetal bovine serum (FBS). The cells 
5 were then washed with phosphate buffered saline (PBS), and cultured in 10% FBS -containing 
DMEM for 24 hours. The cells were analyzed for LacZ expression. The LacZ activity was 
assayed using the P-gal Reporter Gene Assay Kit (Roche). , 

The results are shown in Fig. 16. The reporter gene was expressed at high levels even 
when the infection was performed with SeV at a low moi (3 moi or lower). The expression 

10 levels increased depending on the virus concentration, and nearly reached a plateau when moi 
was 30 or higher. In contrast, while the gene introduction into rat MSCs using the Ad vector 
was dependent on the virus concentration, the expression levels were low at any viral 
concentrations tested for comparison, and at a moi of 30 or lower the expression levels were one 
hundredth or less of that achieved with the SeV vector. MSCs, into which LacZ gene was 

15 introduced using the SeV vector or the Ad vector at a moi of 100, were stained with X-gal. As 
a result, the number of positive cells was relatively small when the Ad vector was used, but 
almost all cells were LacZ-positive with the use of the SeV vector (Fig. 17). 

The rat model of severe limb ischemia was treated by anti-ischemia therapy using MSCs 
into which the Angl gene had been introduced. Mesenchymal stem cells (MSCs) were isolated 

20 from Lewis rats (eight-week old, male) and cultured according to the previous report (Tsuda, H., 
T. Wada, et al (2003) Moi Ther 7(3): 354-65). The obtained MSCs were infected with 
SeVAngl at a moi of 2 at 37°C for one hour to prepare genetically modified MSCs. 24 hours 
after gene introduction, the genetically modified MSCs (5x 10 6 cells) were administered to the 
rat model of lower limb ischemia (the model was prepared as described in Example 13). The 

25 genetically modified MSCs were injected immediately after ischemia. The blood flow in the 
limbs was examined by analyzing laser Doppler images. The data were represented as %blood 
flow (blood flow on the ischemic side/blood flow on the normal side x 100). In comparison 
with the control, the transplantation of the Angl gene-introduced MSCs resulted in a significant 
improvement of the blood flow in the ischemic limbs three days after the treatment (Fig. 18). 

30 After seven days, the blood flow was improved even more favorably than when SeVAngl was 
directly administered (Fig. 18). 

[Example 15] Gene introduction using a minus-strand RNA viral vector 

The efficiencies of a minus-strand RNA viral vector-mediated gene introduction into the 
35 mammalian cells described below were compared with that achieved by an adenoviral vector. 
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(1) Cultured cell line 

The SeV vector (SeV-LacZ) or adenoviral vector (AxCAZ3) that expresses the LacZ 
gene was used to infected HeLa cells at various virus densities for one hour. Twenty four hours 
after the vector infection, LacZ activity was determined using p-galactosidase Reporter Assay 
5 Kit or by X-gal staining. When the SeV vector was used at a low MOI of 10 or lower (in 
particular, a MOI of 0.3 to 3), the SeV vector was found to express the introduced gene at 
considerably higher levels than that with the adenoviral vector (Fig. 19A). The cells into which 
the gene had been introduced were examined by staining with X-gal. It was found that when 
the SeV vector was used, the proportion of the cells into which the gene was introduced was 
10 considerably higher than that with the adenoviral vector, and the expression levels of the 
introduced gene in individual cells were significantly higher than those with the adenoviral 
vector (Fig. 19B). 

(2) Human oral squamous cell carcinoma 

15 To examine the gene introducing effect of the vector, a SeV vector was used in the gene 

introduction into the human oral squamous carcinoma cell lines HSC3 (JCRB Cell Bank: 
JCRB0623, Rikimaru, K. et aL, In Vitro Cell Dev. Biol., 26: 849-856, 1990) and OSC19 (JCRB 
Cell Bank: JCRB0198, Yokoi, T. et aL, Tumor Res., 23: 43-57, 1988; Yokoi, T. et a/., Tumor res., 
24: 57-77, 1989; Kawahara, E. etal., Jpn. J. Cancer Res., 84: 409-418, 1993; Kawahara, E. etal., 

20 Jpn J. Cancer Res, 84: 409-418, 1993; Kawashiri, S. et dl, Eur. J. Cancer B Oral Oncol., 31B: 
216-221, 1995), which are resistant to gene introduction by the adenoviral vector (AxCAZ3). 
After infection with SeV-LacZ or AxCAZ3 at various MOIs for one hour, LacZ activity was 
determined using a P-galactosidase Reporter Assay Kit. The efficiencies of 
SeV-LacZ-mediated gene introduction into OSC19 and HSC3 were greater than those with 

25 AxCAZ3, at all MOIs tested (Fig. 20). Even in HSC3 which shows resistance to wild-type 
adenovirus and adenovirus targeting integrin (adenovirus with RGD-modified fiber, Dehari H, 
Ito Y et al. Cancer Gene Therapy 10: 75-85, 2003), and into which gene introduction was 
extremely difficult, high efficiency gene introduction with the Sev vector was confirmed. Thus, 
the SeV vector is very suitable for the introduction of genes into oral squamous carcinoma cells. 

30 

(3) Human macrophages and dendritic cells 

The efficiencies of gene introduction into human macrophages and dendritic cells were 
compared between the SeV and adenoviral vectors. The SeV and adenoviral vectors expressing 
LacZ were each infected at a MOI of 1 for one hour. Twenty four hours after the vector 
35 infection, LacZ activity was assayed using a p-galactosidase Reporter Assay Kit. When the 
SeV vector was used, the expression levels were 1000 times or higher than those with the 
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adenoviral vector (Fig. 21). Thus, the SeV vector is very suitable for the introduction of genes 
into macrophages and dendritic cells. 

Industrial Applicability 

5 The present invention provides novel agents and methods of gene therapy for ischemic 

diseases. The methods of the present invention are excellent as safe and effective therapeutic 
methods for ischemia with less adverse effects. Currently, surgical revascularization methods 
such as percutaneous transluminal coronary angioplasty (PTCA) and coronary artery bypass 
graft (CABG) are mainly used to treat acute myocardial infarction. In the methods of the 
10 present invention, revascularization can be enhanced using genetic engineering techniques. 
Therefore, active improvement in cardiac function and shortening of the period confined to bed 
are expected. In addition, the methods of the present invention produce excellent therapeutic 
effects in the treatment of limb ischemia or such. 
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CLAIMS 

• 

I. A method for treating ischemic heart diseases, which comprises the step of 
administering angiopoietin-1 or a vector encoding angiopoietin- 1 . 

5 2. The method for treating ischemic heart diseases according to claim 1, which 

comprises the step of administering angiopoietin-1 or a vector encoding angiopoietin-1, and in 
which a vascular endothelial growth factor is not administered. 

3. The method according to claim 1 or 2, wherein angiopoietin- 1 or the vector encoding 
* angiopoietin-1 is a viral vector encoding angiopoietin-1. 
10 4. The method according to claim 3, wherein the viral vector is an adenoviral vector. 

5. The method according to claim 3, wherein the viral vector is a minus-strand RNA 
viral vector. 

6. The method according to claim 1 or 2, wherein angiopoietin-1 or the vector encoding 
angiopoietin-1 is a naked DNA. 

15 7. The method according to any one of claims 1 to 6, wherein angiopoietin-1 or the 

vector encoding angiopoietin-1 is a vector that drives angiopoietin-1 expression using a CA 
promoter or a promoter having a transcriptional activity equivalent to or higher than that of said 
C A promoter. 

8. The method according to any one of claims 1 to 7, wherein the administration of 
20 angiopoietin-1 or the vector encoding angiopoietin-1 is an injection into cardiac muscle. 

9. A method for treating ischemic diseases, which comprises the step of administering a 
viral vector encoding angiopoietin-1. ■• • - • 

10. The method for treating ischemic diseases according to claim 9, which comprises 
the step of administering a viral vector encoding angiopoietin-1, and wherein a vascular 

25 endothelial growth factor is not administered. 

II. The method according to claim 9 or 10, wherein the viral vector is an adenoviral 

vector. 

12. The method according to claim 9 or 10, wherein the viral vector is a minus-strand 
RNA viral vector. 

30 13. The method according to any one of claims 9 to 12, wherein the vector 

administration is an injection into an ischemic site. 

14. A genetically modified mesenchymal cell comprising a foreign gene encoding 
angiopoietin-1. 

15. The mesenchymal cell according to claim 14, into which an adenoviral vector 
35 encoding angiopoietin-1 has been introduced. 

16. The mesenchymal cell according to claim 14, into which a minus-strand RNA viral 
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vector encoding angiopoietin- 1 has been introduced. 

17. A therapeutic composition for ischemia, which comprises the mesenchymal cell 
according to any one of claims 14 to 16 and a pharmaceutically acceptable carrier. 

18. A method for producing a genetically modified mesenchymal cell, wherein the 
method comprises the step of contacting the mesenchymal cell with a minus-strand RNA viral 
vector carrying a gene. 

19. The method according to claim 18, wherein the gene encodes angiopoietin- 1 . 
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ABSTRACT 

The present invention provides methods for treating ischemic diseases, which comprise 
the step of administering angiopoietin-1 (Angl) or an Angl -encoding vector. The present 
5 invention also provides ischemic disease treatment kits which comprise Angl. 
Angl -expressing vectors were prepared, and each was administered alone intramyocardially to 
rats in the acute phase of myocardial infarction to express Angl in the local cardiac muscle. 
The results indicate that marked effects have been obtained, such as decrease in post-infarction 
mortality rate, increase in blood vessel number in myocardium, reduction of myocardial infarct 

10 size, and improvement of cardiac function. Administration of the required VEGF was not 
necessary for the angiogenic activity of Angl. Furthermore, when an Angl viral expression 
vector was administered alone to an animal model of severe limb ischemia, in which ischemia 
had been induced by arterial ligation, a remarkable limb salvage effect was obtained. The Angl 
gene therapy is excellent as a safe and effective therapeutic method for ischemic diseases such as 

1 5 ischemic heart diseases and limb ischemia. 



